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*IBWtt. Integrin Associated Protein (IAP) S:ft5t^liLfWl:7 

jtf'h-i^&figU £tt^#&&&-r&. 
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5 #!8SJlf±. Integrin Associated Protein (IAP) &%1rZ>&$lfaWMl&\Z.T 

t5i^@IiLT3 I^WISCM^ £^#ftJJ^ £ 3 ^ / ^ p —7-/1^ 
15 <DfcM%z&&; fcW-t UT-7!)X Integrin Associated Protein (v^IA 

-6 7 4 9 9^#(^ ^ey^n— i/**mi& 

WO 9 9/l 2 9 7 3it fc Integrin Associated Protein (glTt: h I 
20 A P <h i~<5 ; J. Cell Biol. , 123, 485-496, 1993 KT 3: / W^WIM&WM 
riSfB^ ; Journal of Cell Science, 108, 3419-3425, 1995) bftMblrZ* J V 
B-Wt'feoT^it h I AP%W1"5^«M (tfSmtt&tf 
JJ ^Sfc) (C7^ f HSUtt^ttS^/^ci - t/l^M A B L- 
lfctfts MABL-2W, CltlSr^fS^^y K— ^ MABL-1 (F 
25 ERM BP-6100) B L — 2 (PERM BP-6101) £12 

1 -6 3 5 5 7#&$8tt, t h I APSr^LMti-S^/^n— ^-/ufit 
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KiL^jWHa^rxK b — S^fcflSliBI-St)©©, in vitro "t?*Jfl*0«*f^ffl fcfc 

'#38§l!©g|]SW\ Integrin Associated Protein (I AP). ^tfSfiiti 
SftSttN Htfia#btirt Integrin Associated Protein (IAP) SrttS^i 
15 $oT, ^P^fi, Integrin Associated Protein (IAP) tO^U I AP 

3fcSEtt#«x IAP (i?tl<(itHAP) &W«^0Ufc^»£T7tf h 

20 — : ^SrStja-fS^/ * P — Irfrlftfo (09x.ff % MAB.L-l^ MABL- 
■2ffi#fcif) ©L#V^(fc&im#VigJj&&'£* % IAP (jfiUtttHA 

vft#© r 5: y Kiayij © — =&p & t fc^tfig^ y k t> $ ft s „ 
25 *iswtt*yt N tmil^j&tf y^^Kot f^-fk:^K-t-5-t><o-eA t).. n 

W»H7'f Kttt MlbHiV«t;/Xfit MMfcL^VfcifcSr 
Vil^7U-Ay-^i| (FR) i-7^^;^P-t/V»LiVi« 
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P^^ft<DH#|V«&^T$3s IAP (iflLOit MAP) Sr^t 

10 fc K 7-> K t^v 5 , fVUfcif) 69^7 ^ p— 7-/^^*^CDCDR, 

Xft^^CDR^W1-5H^V^Xt>*Lmv^^^T^?,, IAP (0 

tKiit map) ^^i-^wmMis^T^b-^^^sB-rssii^^ 

15 dr % ^CDR^^ri-^t h^ey ^n— fji>ttfc&&(DHmvm®,RULmv 
*mWl*&tc^ SffEffi^OS^^y^^K^^-K-f-SDNA, iDNA 

#3§PJfte£fc> FtfflB^bftfc Integrin Associated Protein (IAP) %%1r 
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TlfflflSSlfiL^, ^ttfil, Mixed Leukemia, Hairy cell Leukemia 

'Ms m&y>'*M (Hodgkin'tff, ^Hodgkin !)yAl), fS^SttlMu #MM 

• Ttt, £f£ L< fi 1 o©HiVf i^t; 1 o© LiV«^tf-*iF v 
10 -5 0 ^H^^y^T-^K^^feV^T, H£*3J;TJ { Lg©V£i$H\'l 

J.-O^Mtt^:^'®^ (complementarity determining region ; KTCDRtt 

15 So 

H§KV« 

20 IAPSrSSRU J.o I APW SW^ifiiWfl&KTtf h— ^SrHje-t-S* 
LfcH« V<gJK*S^ * s v MA B L - 1 ftfrRt/MA B L — 2 

25 v >> ^ * / ^ p - 1/^^© HiVfiOCDRSr^tft bM^H^V^-Cfc 
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MAB L - lTOlJfMABl - 2^Cft*t5 L|Vffi«Xfit©L«Vj| 
15 3„ 

(CD R) 

(CD R) ICfctfiUSStl-CVS (Kabat, E. A. £ N TSequences of 
20 Proteins of Immunological Interest! US Dept. Health and Human Services, 
1983) 0 

mB4m<D7\s-J>.]7-?ffi® (FR) <D£<<D&£np-i/-hMm*kV, 
*©*£*3ffi0CDRfckrt^:/&7&fcU CDRfim-a-^^^ ]3 -is- b«5g© 
— l»^*^J*i" « - % *> 5 o 3fflOCDRf4FR^«to T *B W ' 

HH©^^7 ^ y^SS^'Ji: ttiot, Kabat, E. A. b , 
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TSequences of Proteins of Immunological Interest] (DWUkfflt* t> Hfctt"f~^. t 

-*mF v 

j ^p— f/«ip]-©#Stt^toT^i:^t5 (#JH¥l 1-635 

Vffi«] - [L«Vffi«]< [LftVfCisS] - [HiVti] ©Vvfft-?t><fcl\ 
15 ^P^coS^TKy^^.K^-rsr £#-££3. 

^1-5, roTKy^y^K^^v^^-^tt, ^-*ms*^^y^^F^# 

ihmvmm - inrnvrnm - ihmvmm - mrnvmrn 
25 omfr-Q&m&immzins ^fih^mm^y^^v^^-^Lxm^^ti 

y 

^^m^t, Hmvffl&t Lmvmmt &jg*£i-5 v **-t Lxt* s a 
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^Jxll Protein Engineering, 9(3), 299-305, 1996 {CfH^ £H3 V — 
S e r 

5 G 1 y • S e r 

G 1 y • G 1 y ■ S e r 

Ser-Gly-Gly 

Gly-Gly-Gly-Ser 

S e r ■ G 1 y • G 1 y • G 1 y 
10 G 1 y • G 1 y • G 1 y • G 1 y • S e r 

Ser-Gly-Gly-Gly-Gly 

Gly-Gly-Gly-Gly-Gly-Ser 

Ser-Gly-Gly-Gly-Gly-Gly 

Gly-Gly-Gly-Gly-Gly-Gly-Ser 
15 Ser-Gly-Gly-Gly-Gly-Gly-Gly 

(Gly-Gly-Gly-Gly-Ser)n 

(Ser-Gly-Gly-Gly-Gly)n 

20 3~107^it*$)5 0 >*-**Ai"5^fett*38K©S«J*^ 

/B^bftTV^^M, ^J^L^N-t Kb^^'>W5 K (NHS) 
v 5 * * v- W 5 vVi^^ I/— h (D S S ) % tf * (*/i^;* ^ W 5: vVi') 
25 (BS 3 K v^^tf* (*^ i/yj **Sjw?u tf^— b) (DSP), v> 

f^tf* 5: ^/^c t°^— b) (DTSSP), ^f-U^Jf 

Ha- /vtr* U^^W^'^^^-h) (EGSK if vy^iJa-zi' 
tf^ (^/mfr^S'W ^/W^v^— h) (7;U*-EGS) S S^^W 
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§ ^/Uffi^Efcifc (D ST), iSxsl'ftaf *s s s<< %*Js\'m&fit& W-DS' 
TK tT^ [2- ^ K^^i/^/^^^/^^ri/) ^/l/J 

(BSOCOES), tf* [2- (^/U*^^^^ $ KaJ-dF-'V^/UaJ?-/^'^ 
$/) (^-BSOCOES) ^ifVhV, Z.tlb<0$&faffl 

~Srai^i-5::i:^»4L<, lffiM2~127^|, J; L< f±.3 
10 ~107^;i, 4fcftiHtffi3t5fl&0!J bv\ 

jfet-S r £ (Cj; 5#?>tL5o -*«Fv:C5Mi:Lt, MABL- l«S*t 
15 SHiVtii: LiVti^tt5t>©^MAB L 1 - s cFv, MABL-2 
»*5|?t5HiVl^t L«V^Sr#1--5t>©*MAB L 2 - s c F v t 

&%^k Sr^fS-f S»-e>f± N ^©N-5|ijg|:v^tA^7 , f KSrttflirra - 

©i§3\ ^FLAG^^ffi^^T^y-<7 0 ^K^»J;<M^5ri:^T^-5„ 

KtSDNA, W*>— v^^-Ki-SDNAXf^M^y^^K^y 
25 Sr = — Ki-SDNASr#5i6&SiS&5 0 rftfe^DNAWu 1-T*{£!£»ffc 

K LTtMAB L 1 - s cFvM/XllMAB L 2 - s c F v ©H&Vft«&tf 
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tm<o r % / aft t u < f*# in * tifc r ^ / kbb?!I & wts vffi«s: 

P CR\zm^^-fv^-7-^^-f^htcX), miWMA B L - 1 ftftXliV 
XttMAB L- 2trtft:©H<KXVL<ftO^-l' fc°^£ LT^«OSS:*«)5iKS 
10 ,*S*>SiS % MAB L- l&ffcttKSLiKXtfy llOHi^tU MABL-2 

1 1-6 3 5 5 7-^ft) 0 ftjfEMAB L - 1 WO'/XttMABL - 2^(^) 
H|ViTOL|ViU^3- K-TSDNA^TKy ^ 7-fi« (PC 
R) S^^Titif©-^}'^ Jones, S. T. Bio/Technology, 9, 88-89, 

15 199^C|B^$nTV^57 0 7'1'•7-^fflV^S^i:^-etS 0 

fcfcU tf}) Vmmfcfo (PCR) ?fe^ffiV>-CMABL-lKft:S.tJ ? MA 

CLT, M A B L - 1 ^ft© Hi Vti&t/M A B L - 2 ftftO H«Vl^OJ| 

«0RBiPS5Hi n f i mmmtL^mm-r ^mmc an tc^^u zlxs'--* 

s5$7° 7 ^ - 5 ' - 5l?ffi3£^ M PSHiSf X m a I $J»f *W& SrUfftf 5 * * V 

^ KEfll CCCGGG W-f 3 U"CV^5 0 r ft b <OWm^W 

<$KWt^r£tltcP CR^vsi^ — ^m^Xs MABL-1, MABL-2^ 



WO 01/66737 PCT/JP01/01912 

10 

&SE?ll&*ALT, **LbaM6^**-fc££U:ifA£*i5.J: J§Lo^r 

O^-fv-^^TPCRCJ: ^*tifisL-C#7tMAB L- 1, MAB L — 2^t 

9 2/1 9 7 5 90M) fc^ALifc. * o- Wfc $ ftfcD N A©0Bfll*S«:ffi£ 
OSife, #J*Lf^ ii^&^^-^AU SiDNA^^i^t- (Applied 
Biosystems tfcSi) Sr^V>Tfr 5 - £ So 

#^0;!<£#«$>Ky^y^m3::^-t> y^#-, iflfcww^Ky ^.*-f± 

^ J; o T^fMo T 5 y ^IB^Jfc <fc tfg $ Sr^r-t- S ^7"^ k y - & 3 - K1~ 5 
DNA^tSiim^o f IT> ^DNA^LTHlVWtfLi 

OSi^y^f K^3-Kf5DNA^#5;i^T^^ SJIEDNA^ 

20 # - £ ^ £ ft V ^P^f K^3-Kf5DNA[4^t#5^t^-e# 

fc£* Sato, K. ^ Cancer Res., 53, 851-856 (1993) £ £ ) SrffiV^r. 

25 Kt5DNA^i^M> tMft-*|Fv v tMft-*iFvf^ 
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*^F-vSr»1Sj3Wlja % M*Lk£> COS7M, CH03Se'jaJ&ifO»«j 

tftlffllll, $jx.tf3t$E$aJiS, M^tfftMJIS, ^*ff*te£;h,fci*?L£ffl 
J&S^ H«MJ?£, tt/CIttJS, #Jxfc?M«, 09x.tf 
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6 r t # X £ 5 „ 09 x. s t F - f^ h^o^/U ( Human 
cytomegalovirus : HCMV) jffrg?j (immediate early) T'p^— ^ — $r^^i~-5 
5 OiS0*LV\ HCMV7 o ^^^-^-^^-1-S^m^^^-<^'0!ll-«^ HCM 
V-VH-HC y 1 , HCMV-VL-HCK^fcoT, P S V 2 n e o fcfc 
^t5/7^-; K-<^- (SBg^tR!^«W0 9 2/1 9 7 5 9 #8$) 

10 e^Soyn*- * — LTfiv h p "M^*, tK U ^ — ^^X, 7fy 
p-f/u;* % ->^7y^;^4o' (SV4 0) t^}£(o^^ )V^y\2^c— 
h • zKy K^-a: — ^ • a^n^— i/ 3 ^ ^r^^la (HEF-i 

a) t£i£(Dm^W}mm&&%k<D-7u^—?— £rflil\h,fi«J:V\ I ittfSV4 0© 
T'D*—^ — Sr^-f 5^f4 N Mulligan, R. C. t><Dj5fe (Nature, 277, 108- 

15 114, (1979)), HEF-1 ayn^-^-^f/lt^f^lJ, Mizushima, 

S. fe©3rifc (Nucleic Acids Research, 18, 5322, (1990)) K^xJf^KlliJS 

(or i) bVXfis SV4 0, TttVX—vVsC/i,^ TfJtfA'l^ 
(BPV) 2$<D&%(Dor i SrJBl^S r. t , £ 

iL"C\ *7*h7^7X7-fAPH (3') II fc^VMSI (neo) 

JUkTn ^^3=-^— fcf (tk) itfi^ ±mM*-9->"?-y-yT-y*x* 
Vtfisjuhy^xy^y—e (Ecogpt) ifrlS^ i?fc Kn£g£85ci** 
(DHFR) mfc?mZ<StsZ. 5 0 
25 ±$<£> «t 5 fcffrjfc LfcW«fiJS# y KW^Jg^^tt^^ t M A P fc*f" 

t5?^MABL-l N MAB L- 2^<D^MtgSrJt«^UTfFffii-5 
£itfS-?£5 0 ft&iftlCte, V77MAB L- 2tfifc<Dt h I APffi^OlS 
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5 !EiftLfcjHHIiao^*±*^ifS:ffiV , »So tb Integrin Associated Protein (I 
AP) ^Mt5v!>^eAlSlffl»L 12 1 OttC, ^PlOfiW^ 

in vitro T?©7* v^©^^ fc h I A P Sriftfi^A bfci»^ 
10 Su^<Z)S«^/Ky-<y^KO^TO^»U, ^MlSKi&^Tfc b I APinC 

in vivo -C^T^ h-^^^^mc9W«> dVDmV t-fTPo 3fc1"t MHI 
15 -T5o ^fiS»»CHPBS©*Srig4-i-5o ^U, TaKh-^fljBSr, WMSt 

20 #3P^mit$#y-W-Kf^ 2 ogtlWHlV Wtf 2 o&llO L|V 
v«^v- b y -v-fc t< fix b7V- »*L<f4^^*-x Xli2og 

«pj^w#^^y-<^K^ who i e i gG^it-<m^ mm^<o& 
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fits ftttU^tSeiLSfi, ^ATHSfiM, Mixed Leukemia, 

Hairy cell Leukemia ^£>6 jfalS, BSttU^Jl (Hodgkin ^ Hodgkin 

PW5v^MABL-l, MABL-2ttMI±t5^^!J K — ^ N 
MA B L - 1 £0«MA BL-2it ^^»%^f€^^T*fc 5 I^IifltS 
15 «£iftI#lHaW^£ff (»HcO< firfrJlt-TB 1#3#) fc, 19 97 
¥9£ 1 1 0fcL % gfeS-^-taVpftFE-RM BP-6 1 0 0, FERM BP 
-6 1 0 1 t LT@Bme£*lW5 0 

^J60U (t h I AP^*j~f 3^?*^/ * p— tyHft#£>V®JSK«r=x-- 
20 5DNA©^P-Wb) 

fc h LAP^tS^^*;^ t/vftftMAB L- l&t>*MAB L - 2 
O^IHW* = — K1" 5 D'N A J: 5 LT^p- Lfc 0 
1. 1 ^ yt^t-RNA (mRNA) (DMM 
^4rf)) K— 7MABL-lMMABL-2^b©mRNA$r > mRNA 
25 Purification Kit (Pharmacia Biotech ?±$!D Srflijl^TflliLfco 
1. 2 IfflcDNA^M 

1 n g ©mRNAi 19 Marathon cDNA Amplification Kit (CLONTECH tfcSJ) 
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Thermal Cycler (PERKIN ELMER M) Srfl^T P C R&£?to ft„ 

(1) mabl-i iMvMM^i2±5MM±vMM. 

5 6@2?'J##: 1 iC^f (CLONTECH MO, 

y;<mLMcm®m&)t^J7}) ?J X1-%mm^ : 2K7F1-MKC (Mouse 
Kappa Constant) /7^v- (Bio/Technology, 9, 88-89, 1991) Sr^V^Tt. 

PCRif 5 0m 5 a 1 © 1 0 X P CR Buffer II % 2mM MgCl 2 , 

0.16mM dNTPs (dATP, dGTP, dCTP, d T T P) , 2.5^ 
10 rybODNA^U^ 7 -if AmpliTaq Gold (£JLL PERKIN ELMER % 0 . 2 m 
M©ia^lJ#^- : 1 fcTrrtTyyt-yy^-r-k 0. 2 m M<DlB?U#-§- : 21^ 
MKC/^^v-MMABL-l ^©Z*|cDNA 0.1/! gSr^TU 
9 4*C©M8i&&£-C 9#fR LXlkfr 9 4°C^T 1 #0B, 6 0°CKT 1 
t>* 7 2 °C^T 1^20 fj>Ks - WlHff-C« Lfc„ ^ ©£St^ * ^£ 3 5 0K 

15 mLtz^ Rj&u&m*mz7 2°cxi oftmmLtc, 

(2) MABL-lH»V^^3-K-t-5cDNA<Ofiii 
PCR©t*^7'fv-i: LTlfi^lJ^ : 1 ^9-^7 << 1 s 

S.t>*ia^lJ^^- : 3H*tMHC-v 1 (Mouse Heavy Constant) ~fyA^ — 
(Bio/Technology, 9, 88-89, 1991) Sr^V>7t 0 
20 c DNA©J#ffifi x 0. 2 w M©MKC7°7^^©^!)t0. 2mMOMH 

C-y iy7^^"-*^V>rii(iUfc^*rKfeV^, S&IB1. 3 (1) fcfcVvtL 

(3) MABL-2L^Via^Sr3— Ki-ScDNACPiiffi 

25 RtffiB2?lJ## :' 2tCSrt'MKC^ , 7^T to -*ffiV^o 

c DNAOifi|j: N MAB L- 1 ft^OicDNA 0. 1 /z g ©ftfr 5 ^ 
MABL-2 6fc*|cDNA 0 . 1 n g &JB^T*HB Lfcj£&K^T % S& 
IB1. 3 (1) fC&l^TMAB L- 1 L&V®J0c&fc^©JgfgfcoVvr!B«Lfc 
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(4) MAB L- 2HiVffe3- Kj^5 c DNA<Pijjf 

Sr/ia?IJ#^" : 4{I/TfMHC-v 2 a^v- (Bio/Technology, 9, 88-89, 
5 1991) £^7t„ 

c DNAtftigiiilte, 0. 2 fiMVMKCyyj-r—iDftfrV) fcO. 2 ju MOMH 
C- v 2 a :/7^-7-£^Tit*iLfc,&&^T, fulfil. 3 (3) lC*5V>T 

1. 4 PCR£j5fe#7<Z)ilf|il 
10 mflB© J: 5 LT P C R&JC J; Jf^g LfeDN Aif^* QIAquick PCR 

Purification Kit (QIAGBN %kM) ^ffiV^Tlt^U ImM EDTA^ffS 

lOmM Tris-HCl (p H 8. 0) \Z&ffi Ltc a 

1. 5 jiMiE^ 
±15© <£ 5 {Z LXmMLtcMAB L- 1 y^lLlVit^n^- 
15 K-f 5:lfe^£^T$5DNA^H-!n 4 0 n g$:pGEM-T E a s y "< 
(Proraega |±I) 5 0ngi N 3 0mM Tris-HCl (pH7.8) N 

lOmM MgClj, lOmM ^ft^W^f-yK lmM ATPW33. 

= y> T4 DNAy ^f-if (Promega 1±^) ^^i" ^ K^^^-C, 1 

5 1 (C-r 3 «SJ^ $ «^ LfCo 
20 1 ix 1 Oi:1BlM^^^§iDH5 aCnyffyM* {Wt® 

*±M) 5 0 m W^Mtl, ^LT^^Ifflfla^7k±T'3 0#|W % 4 2 °C\ZX 1 #f?U^ 

UTSO^-h"? 2 ftWm Lfco 0 0/z 1 ©SOCigiffi (GIBC0 BRL f± 

®D ^riJPx.. 10 0Mg/mlO7yf^!)y (SIGMA 'tfcfil) ^ff5LB 
(Molecular Cloning : A Laboratory Manual, Sambrook b% Cold Spring Harbor 
25 Laboratory Press, 1989) 3$^i%M±K^<D±WljM%W(n U 3 7 "ClCTJWg 

wO^HtelfeflcSr, 5 0 m g/m 1 ©TytVl) y^t5LBf!3ml 
ip-C3 7°C}cr^i##L N ^L-Ci^)^%^b QIAprep Spin Miniprep Kit 
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(QIAGENtfcSl) tem^X??**. KDNA«Lfc„ 

m. V m$, £ 3 - K-f- 5 5 7° 7 * 5 K Sr p G E M - M 1 L £: b 

5 ±IEOp]i:»^oT, ^-f^U K-7MABL-l}cS*f 5-7!)^Hi 

pGEM-MlHi^Lfc 0 

^fc, y^4 7V K-7MAB L - 2 j/^lLiVf^Srn 
-K-f-Site^^^i-ST'^^^ K&lfSSiDN Ai^^fcff U p G. EM— 
10 M2L^£Lfc 0 

£fc N A^/y K-^MABL-2K:&5!rf 5^!7*H#|V^£ = -K1-5 
^ft5/7^^ K^ffilDNAiK"^ bfMU p GEM— M 2Ht 
L7c 0 

WJ2 (DNA£>igSgB?!j<9$:£) 
15 fiJffi^T 0 ?* $ K^©c DNA3- K^Oi^Sia^J^^:^, glDNAv' 
— (Applied Biosystera *±®l) &t>* ABI PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem #180 ^r^V^ ^^^» — 
*t£<7) 7° a h n -/Wc^ o Tfir o tz „ 

7°7^5 KpGEM-Ml Lttt^5-7^7MABL-l»LiVi^ 
20 £ = -K^3»^©i&Sia?'J£ga?!l#-§- : 5^^1" 0 

£fc, 7*7^ 5 Kp GEM-MI HlC^Jl5-7!)7MAB L - lSMi 

*7t N KpGEM-M2L(ItttL5-77^MABL-2^©Li 

25 7°7^ ^ Kp GEM-M2Htt^tl5v!)XMAB L- 2fcfc<DH0. 

H»J3 (CDROft^) 
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40^)7WAI7-^^30«|i| % Whmft&fcfem® (CD R) 

TV^S, CDR»7 5/M^J©g£||ffi;Mi&Til^ (Kabat, E. A. 

b> r Sequences of Proteins of Immunological Interest] US Dept. Health 
and Human Services, 1983) 0 



7°7^^K lBff]#-*§- CDR(l) CDR(2) C D R ( 3 ) 

p G EM— M 1 L 5 4 3-5 8 7 4-8 0 1 1 3- 1 2 1 

p GEM— M 1 H 6 5 0- 5 4 6 9-8 5 1 1 8- 1 2 5 

p G EM— M 2 L 7 4 3-5 8 7 4-8 0 1 1 3-1 2 1 

p G EM— M 2 H 8 5 0-5 4 6 9-8 5 1 1 8-1 2 5 



^1M4 n-yfkc DNA©|§^©W (^7MABL-1^M^ 

^7MABL-2Sfr©fm)) 

4. 1 =3r> 7MAB L - ltftM^^^-PM 

7MAB L- l^^mi"5-<^^-5r{^1-^fcJ?), -?rtl-eft-v?* 
MABL-1 LlWHlV^^ 3^ Kfs c DNA^ n-y p GEM-MI 
LMpGEM-MlH^PCRfel^tlilfliLfc. ^LTHEF^^^- 

mm&M y j;nwo 92/1975 9&m) ^maltc 

L0VM^Wfci4)^itr^7'l'^-ML S (ia^iJII^-: 9) RXJ^Kmy^^<D 
tc$> (Dlftj5 -? y << ?-MHS (m$m%-: 10) it, (D U — IS 

^JOft^Sr^ — KfSDNAtWyy^XLloKo z a k =i yi?>"9-^ia 
^IJ (J. mol. Biol. , 196, 947-950, 1987) RXf Hind III 0JPl^gi5{i^W1-5 
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1) RX?Hmvmi&<Dtift(D&jjy7 4-*-MHAS (ffi^J#-g- : 1 2 ) f4 N J 

5 PC R?» 100/iltt, IOji 1C10XPCR Buffer II, 2 mM M g 

C 1 2N 0.16mM d NT P s (dATP, dGTP, dCTP, dTTP), 
5^=y h^5DNAxK!J ^ 7— if AmpliTaq Gold, 0. 4 /jMf oO^y^f v-, 
M8ngOiSDNA (p GEM-MI LMp GEM-MI H) U 

9 4x;(D®n&&fcT9ftmzLxmz9 4x:Kxi&m* 6 o'Cte-cia-ras. 
« Ltt& fcfcm&yozmz 7 2 trc i o #rm» ufc. 

PCR£je£#j£r QIAquick PCR Purification Kit (QIAGEN &M) ^fflV^TSfiK' 
U Hind III WBamHItlftU ^LtLiVif Co^TIt HEF3§ 
^ W HE F - re tc, HiVffiCO^TttHEFM^^ *-HE F - y 
15 Mtl^tl? n— =^^Lfc 0 DNAE5llft£0S, iELV>DNAia^J%Wi-5 
DNAilf>T-^^tP7°7^5: KSr-t^-etJ/HEF-Ml L, HEF-MlHi:^ 

4. 2 ^7MABL-2ffi&|gg|^*--(7)fTstg 

c D~NA(D{&MRX*? p GEM-MI LMpGEM-MlH 

20 Oftt>"9 tCp GEM-M2 LMp G EM-M 2 HSr^MD N Atditifrg LTc^^r 
l&^T, (WfB4. l^fcV^X|E€LfeC9t|IlC^^J;i9iiiplS.t;^n-^^^ 
^ffV\ DNAlfi^lJ&^M, jEUV>DNAia^J^^-t-5DNA^^-g-tf7°7 

K£^;ft,€HHEF-M2 L, HEF-M2Hi:#^Lfc 0 
4. 3 COS 7»^)ift5^A 
25 ^ 7MAB L — 1 tfLfcRZP** 7MABL-2 £t#<D-i®'l43§3l£:figt-r5 

7t#>, ttri2^§a-<^ * — & c o s 7 wtcjov^r^ Lit, 

(1) #^7MABL-l^Ql^tA 

HE F — M 1 LtHEF-MlH^^-^ Gene Pulser MM (BioRad *± 
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®0 Sr/BVvT^U? FP#W -t/ 3 COS 7«^^B#^K^bfc 0 

#DNA (10ms) PBS^lXlO^ja/mlOO.Sml^ifa^y 

5 1 0%£0 v -;/?=i:/y ^7 'J - ^^Kilt^^f tSDMEMM (GIBCO 
. .BRLtfcSB fcifln 7 2H#|fflJ&£©& N *&*±?f£Ai^ J: & aws 

?R)t-Sr^*LXlHli|X**±»*r#fc 0 
(2) ^>7MABL-2»»1A 

7MAB L- 2^it^cD^A{i> HE F — M 1 L^HEF-MIH^ 

filE4. 3 (l) ra^L/cWi:I^.C^fe^J:i9 COS 7«fc|^lBf^g^U 

4. 4 7P-f^ h2LhJLn 

ftJl^^"^^-^/^ StrlBCOS 7»i#*±^&/3^-C:7n-lM 
15 M h y-£fro7c 0 t H AP^Sf^v^eMifittL 1 2 1 Ott 

4xi o 5 j@}^ ^^7MAB l~ imfc%%^£&tcco s 7mm<Dmm±mfo 

Sl^ted^ 7MABL-2^«-f/:COS 7M<2*ff«±?jf &£V^=i 
^In-^LttMgGl^ (SIGMA M) SriP^ .3jc±^T^ V^a^ 
-^3^t>W^#, F I TCfiBfcLfcftfc h I gG^ft (Cappel |±S^) fc*D 

20 ^y^ra^-i/a yit/ftilOl, FACS c a nil (BECT0N 

DICKINSON *±$g) \ZX&>m&%MfeL1t 0 

ZVt&Mk^ ^r^7MABL-lWW7MABL-2» fcMA 
PSr38mi"5L 1 2 1 0»IJISH:4#aWfc^Lfcr.^^«t!9, £ft 
ft^-v -t/UK^MA B L - 1 RtfM A B L - 2 O-ttl^tb© VI 

25 ttOiEU^fll3iSr#i-5ri:35SWb36^-.fto/t (01-3). 

»J5 (SMMAB L- lMt;ffi)jcMAB L- 2^-^F v 
(s cFv) HH#tf>ft?8{) 

5. 1 SI^MABL-lftft-^iFvtOia 
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St^MA B L - 1 F v JftCiia tf S Lfc, S»ABL 

5 fctfr— #g(F vC0MC0fc46^6#I(Z)P CR^^^ (A~F) L7c 0 

ft, H^V»C9N*«^=i- K1~5 DNAIC/N^^y ^^LloNc o I ffrj 

HAS IHW-^-: 14) HiVti©C*S^n- Klh5 

D N A i-^-i' :/ y 94 X L JLo y - 1 y y7°-t~5 <£ 9 KlSff Lfc„ 

y V^-^fcft<D»7°7^^-L S. (7°7'1'^-C, ia»#: 15) ft, 
y y*-©N*»3- KfSDNAiW/ y ^X'LI-oHlVifOC* 

15 K^-Kt^DNA^- 5 tiSH-Lfco yy^7-(Dfc*W 
t^-f^LAS (7°7^^-D, Sfi3W§-: 16) f± s y^^-CDC*5S 
& - K-t 6 D N A \Z.ssj -f y 94 X LIo L <K vm$L<D N*<$£ = - Ki" -5 D 
NA i tw<-7 y /t5 J: 5 Wife. 

LiVffi«Ofcft©i^7^v-VLS (T^v-E, S23W§": 17) 

20 tt N y ^^7 — ©C*Kn- KfSDNAiW^D ^XlloLlVil© 

N*SSrn-.Kt5DNAi:tw^7 y § J: 5 tiStf Lfc 0 LfVf^w 
fcfc©^-/7-fv-VLAS-FLAG (~774 -^—F s : 18) fi, 

L m V^<7) C « £ = - K-f 3 D N A \Z^4 •?V9<< X Ll.o F L AG^f 
Kfca — K-f 5IB?!i (Hopp, T. P. fe % Bio/Technology, 6, 1204-1210, 1988), 

25 2fiote^jh3 K^&tfE c o R 1 9JW*WM^W1-5 J; 5 raH-Lrto 
^-PCRSPg^fcV^SoOSl&A-B, C-D&t>*E-F£frV\ ^Lt 
#P CR^^S:»»tU/t. f?-P CRfrb&biifc 3oOP CR£fe^*bSr^tl 
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mm&MA b l - 1 faft-frm f v = - kt a £s d n a zmm l fc (srz p 

CR)o |g— PCRt*5V^tt, WMABL-1»|V«3^ 

'K"t-5^7^5 KpGEM-MlH (^ffifll 2 SrfcJJB) * G 1 y Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 
5 Gly Gly Ser (|HM#^- : 1 9 ) t* h ft 5 ]) K"f 5 

DNAlB^iJ (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) HA/7fiic5^7^-$KpSC-DPl, WS»ABL-1^L 
iVlMn-KtS^^^ KpGEM-MIL (HJfifll 2 Sr#j$) 

10 PCR&PifODflS?S5 0 ju 1 ft, 5/i 1O10XPCR Buffer II, 2 mM 

MgCl 2> 0.16 mM dNTPs, 2 . 5 ^= y h CD N A4? y ^ y — if 
AmpliTaq Gold (£*± PERKIN ELMER ftffiJK 0. 4 / i Mfo©|-7 t 7^^M5 
n gO^ilDNA^f U 9 4T;0&«^£T9^^LT&}£9 4°C(C 
T 1 fim, 6 5 titer 1 ftfflRXf 7 2 °C(CT 1 £'2 0 g>|g N £ «#T« Lfc 0 

PCR»A-B (3 7 1 b p) N C-D (63bp), &t>*E-F (3 8 4 
b p) £ QIAquick PCR Purification Kit (QIAGEN tfcK) fcfllV^TffiSfU j£Z 
P C R T*7 yty^;Hfc 0 fZPCRm^T, ilHT12 0ng©f- 

20 PCRMA-B, 2 0ngOPCR»C-DWl2 0ngOPCR4 
^^/E-F N 10m 1O10XPCR Buffer II, 2 mM MgC 1 2 , 0.16 
mM dNTPs, 5a= ? fCDNA^D if AmpliTaq Gold (&,±. 

PERKIN ELMER %h§4) Sr"&W1"5 9 8/* lOPCR^fe 9 4°CZ>M8ffiJ^ 
T8^HLT^t9 4t|:T2M 6 5tl:t2OT^7 2 0 CKr 2#|H, 

25 £ ©JlJ^rM L/c, £ ©i&£iM ^/l/.Sr 2 H]Sm LfcgU Ztl^ti 0.4mm© 
^^--AXtfFSrAnx.fc. tLT9 4tro|0»jfitl:Tl»lT^|:9 
4 °CtCT 1 6 5 °C^T 1 ^ISRV 7 2 "C^r 1 # 2 0 g>|H, ^©HlJ^rJn 

iU r©?Itt^^^3 5MLfci, SJSS^«lSr7 2*CJJ:T7^raJP 
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i-PCR(a *)±Kit8 4 3 b p<^DNA®fit^^t N Nc o I RUE c 
o R I T'ffiik L, s ^feftfcDNA^Jf £p SCFVT7^^S^n^=y^ 
L7C 0 & jb\ ^SS^i* * — .p S C F V T 7 i± N ±mW^< V 7° 7 XA»II 
5 ^ili-^p e 1 Bi/->f-j-jVWM (Lei, S. P. J. Bacteriology, 169, 4379- 
4383, 1987) ^/uX^^ 0 DNAffi«Of> SWMABL-1^-* 
mF v(D1EL\<^T $ ymmn%*-h*-fZ>DNAWrft*'at?7'7XS. K£p s c 
Ml.^Lfc (0 5£r#$) o ^y^S: Kp s cMl|l^Ji5«MAB 

^feDNAif>T-^p CHO l3§m^*-^ALfc 0 &*5 X ^^-<^^-p 
CHO Hi, DHFR-AE- r vH-PMl - f (W09 2/l 9 7 5 9# 
JI) EcoRlMSma Iiftm5W^«U EcoRI 

15 -Notl-BamHI A d a p t o r (£M5£*±1D 4:*^ 5 - t K £ 9 

mm^r : 2 1(^fSa 1 - VH S 7°y^ v-jgiOT^y-f 1X1-7 

20 ^-AI7--^ia^J^^^=i-K-t-SDNA^yN-i'^y^Xi-5E?iJ#-i- : 2 
2WFRH1 a n t i 77 J -?-*%^tz 0 

P C R$&?£ 1 0 0 ix 1 . fi % lO/i 1C10XPCR Buffer II, 2 mM M g 
C 1 2N 0.1 6mM d NT P s , 5 =^~y |-<DDNAtf? y > y-if AmpliTaq 
Gold, 0. 4 MMfo©#77-f-7- N W8ng(5ilDNA (pscMl) £ 
25 ^TU 9 5°CCD^«MS^-C 9^ra^LX^{C9 5°C^Tl^Rx 6 O'CKT 
lMO ! 7 2 , C}IT1^2 0m r©llJ^T'WL7c 0 rofilt^;^ 
3 5 0£H gjfcig£«b«:3lfc 7 2tt7 ^» L7c 0 

PCR^^^r QIAquick PCR Purification Kit (QIAGEN tfcfii) &/Bl^T3|t§!l 
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U Sal I St/Mb o II TMU NWMMABL-lW-*® 
Fvl:3-Ft5DNATO#fc 0 £7c, pscMH^^Mb o II R 
UE c o R I Ti«U C«ia!iS#^MAB L - 1^-*^F v^r=i- K1" 
5DNAfWt£r^7c 0 ttt, Sa 1 I -Mb o II DNAiitMbo II- 
5 EcoRI DNASf^^pCHOl-I g s^^^^H^ a- = y^Ufc„ D 
NA|E»:£<£>m> ELV^DNA|S^lJ^W-t-5DNA^^tf7 B 7^5 K£p 
CHOMU^Uc (|3 6^#^) 0 &:fc\ ^M^^-pCHOl-Igs 
»ifL»^j^^«^^(CJi-t- I gG 1 -yf-f/l'mil (Nature, 
332, 323-327, 1988) &^A,W3 0 ^7°^^ 5 Kp C HOM 1 {^^tlSSH 

io $ma BL- i f v ^siOTs.t/T 5 / mmpi%m?m%- : 231: 

5. 2 Si^MABL-2^-^iF vCQ^ 

MMABL-2^-*iFvW5. lC^T^iLt f-PC 
RKjoV^Tf^ p GEM-MI H^>ft^ 19 ^S#figMAB L-2^H^V^ 
15 Sr = -Kt57 t 7^U*pGEM-M2H (HM 2 MpGEM-M 
1 LWftfrt? {CS^MAB L- 2 JitftLfl ViSiS&^n- Ki~<5 T";? $ Kp G 
EM— M 2 L (H«J 2 £#Ji) SrffifflU S»ABL-2^-*|F v 
^iELVNT^ y^ia?U&=*- Ki-SDNA^^tfT"^^ 5; Kp s cM2^|| 
fc„ *-7°7^5 Kp s cM2^^^L5l?«^MAB L- 2tit^-*^F v©^ 
20 Sia^JS.^T^/M^J?:ia?lJ##: 2 4tC^i" 0 

£fc N ps,cM2^^-©iHia!)S»ABL-2W-*iFvO 
IE LV^T 5; / ^lE^fJ £ = - Ki" 5 D N A»f >f £l3 «£?L»4&»lfl&S85UB pCHO 
M2^*-£#fc 0 *7"7^5 Kp CHOM2(^f^5ff»ABL-2 

fctft-^iK f v ©^sge?ijst>*T ^ y i?iE?fj£ia?(i#^ : 2 5 ^-f 0 
25 5 . 3 cos7 MB^£2M£±^2± 

Mmab l- 2^-^f v <D~^^^mMir^t^ s p C'HOM 

2^^-^rCOS 7«(C*5V^T^Lrc 0 
pCHOM2^^>-^ Gene Pulser i£g (BioRad l±M) fc^f-xl'*' b 
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uifiU- ^3 y\zX 0 COS 7«»Ri&&L7c 0 DNA (10(ig) P 
B S4» 1 X 1 0 7 M/m 1 ©0. 8 m 1 Srdf-a^y McJUx^ 1.5kV, 2 5 tf 
F^ftKT^Vi^&^XLfc, 

5 1 0%<D$i'B}Jifafit&tt'tZ IMDMiftl (GIBCO BRL tfcSJ) ^APx.fc 0 

5.4 COS 7lflSM±»^OMMAB L - 2fi:^lF vOfcffi 
p CHOM2^*~£«e j f2SALfcCOS 7 £fflJTO#±?f^ Cl*itt<5S#l 
10 ^MABL-2^-*|Fv^^x^^y7'P yr^^giaWU. 

P CHOM2^^^^^te?lALfcCOS 7|fflM#_h?f^t>*=^hn- 
Up CHO l Zmte+MALtzCOS 7«i#«±?f fro^T S 
D Sffi&&i&S:fTV\ REINFORCED NCj^ (Schleicher & Schuell 

15 0.0 5% Twe en20-PBSttW, ^FLAG^ (SIGMA tti) 

"tf*^^** I gGfctft (Zymed tfc§4) ^P^l s gfifc-C >f ^c^— -y 3 ^ 

(Kirkegaard Perry Laboratories tfcSO SrUfebP U 3§£ 

£i±7i (BI7). 

20 ^Ofe^ p CHOM2^^-|ACOS 7 »i#*±?f 4>Kl©^F LAG 

j- vm&wz * y<?mm& £ *u £ * cst^MA b l - 2 

f v $s#i& $ n-c v n 5 £ i #88 & £ ft o fc„ 

5. 5 7n-f^ h2LLJLz 
^^^SrSJ^I-a^ft, fwIBC O S 7»l§«±?ffM^T:7a-lM 
25 M hU— ^rtTo^o fc h Integrin Associated Protein (I AP) *JB!&i-3 
^£*&jMIBJ3&$<L 12 1 0«> *> 5 VMS si' h cz— /i^ UpCOSl^ 
^-&^SC^L-7tL 1 2 1 0IJS2X1 O'fflfc, WMABL-2^- 



WO 01/66737 



PCT/JP01/01912 



ho i^<t *-%Mwm&Ltccos 7mm<Dmm±m*iNz^ kmzx-o* 

^-i^3 >RX?ft,ft<D^ ^^^trCFLAG$rC#: (SIGMA tt^) £#nx.7c„ 
i/^-^-v'a ^RT$ffifr<DWi^ F I TC^Lfcia-r^^ I gGfift (BECTON 
DICKINSON ZMzLtc, SS^^a^i/a^W®! FACSc 

5 anil (BECTON DICKINSON *±®D fcT3bfcM£$J£L7c 0 

*<D%%^ S«^MABL-2^-*^F vfl, UlAPBItSLl 
2 1 0m^#^^{C^Lfcr.t^ £ 19 N iOSMMAB L - 2 tft#-:£$( 
FviJStf Integrin Associated Protein W<577^^f>f-^lrt5; £ 
ftoTc (08-11), 
10 5. 6 Competitive EL ISA 

B L - 2 F v ©^fcJS^ffitiSraaS bfc 0 

1 /z g/m 1 \Z.mMLK.fcF LAGKM9 6 h<D#<7cc/Wr;!jn 
^ 3 7 0 C^T2B#ra-l'^^^^- h L/C ifej£fc % 1%BSA-PBSW 
15 ny^V^&frofc. ilCt'fy^a^-hXtJ^jHi, MtHAP^i 
JSitfi-T- (IS»^: 2 6) ^fA Lfc C O S 7 Sfliaigilf^ P B S |: X 2 § 
#Vl\*1ti><o$:&#*Mz.1Xl&.tZo MmzX<< v s*zL'<*-hRVtici&&s 100 
ng/ml l£gf & bfc tf ^ WbMA B L - 2 ftflc 50// 1 &tfli»^ LfcS 
flfcfcMA B L - 2 £fi;$:-;£jg| F v 3S-m C O S 7 iWJg#±?i 5 0^1 Ufe 

^7^ -l?*^* h T tf v 5 V (Zymed M) ^Pxfc 0 SffltT^f 

hRX$m&Wi, mKWm (SIGMA #3S0 &*P;L, WUOS nmTOKftft 

^<23&Hs SitoBL-2^-*tFv (MABL2-scFv) ft, 
25 = y h o-;KOp CHO 1 i^co s 7i»teJ&t±}||:jtRlTi&^{!:*«S 
»v^MABL-2»t M AP^^©jg3-£|S#L.fc (01 2) 0 

Bi^MABL-2^-*iFvii, fiu>—}-/\,$L 
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5.7 in vitro ~C(Z)TxK h^lZiMMMM 

t b I AP?rit^-7-^At7tL l 2 1 OM, RV t =t>b*~-/i'tLXp CO 
S 12 1 OJBBJS, MCCRF-CEM»^ 

V\ SMMABL-2B-*|Fv©7* h — f*fl£jfif£/S£An n e x i 
5 n - V (BOEHRINGER MANNHEIM tfcfij) Sfefe £ 9 tfeft Lfc 0 

#ttlXl 0 5 i@t, Si^MAB L- 2ft^-*iF v?§3|COS 7iM 
^±?#&5VM±=iV hn-/U£; LTpCHOl^^^ACOS 7ilSilJ: 
?f£i|t-M5 0%-C«PL, 2 4B#TO*LfCo t<D&, Annexin-V^ 
fe^ffi^, F AC S c a nSi (BECTON DICKINSON *±®Q tdT^MS^Sl^L 
10 fc 0 

Annex i n - V^^«t 1 3~1 8«tim*U7i 0 

ABL-2ftMiF v (MAB L 2— s c F v) 12L 12 1 O^^fcV^T 
15 U I AP^m^^^LV^JJS^B^^Lfc (813^16),^, CCR 
F-CEMlflBJ^&^Tti^ hn-yV^itl^LT^LV^lS^E^^Lrt (EI 
17-1 8) D 

5. 8 CHOM^fe^SMAB L- 2^a?fe^-^F v/KIJ^T 8 ^ KCO 

20 MAB L- 2jit^*^-*^F v (^JJ-^^K) OfiWiCHO» 

p CHOM2^*-&CHOM^fifc^ALfc 0 
pCHOM2^^-^ Gene Pulser Mfi (BioRad *±§SD Sr^T^I^ h 
utfv-i/s l/\Z. £V) CHO«|Jl^Hte^L7c 0 DN A ( 1 0 £t g ) i:PBS 
{-«L7cCHO» (lX10 7 M/ml) (7)0. 7m 1 *m&Lfzi>(D$:* 
25 ^-<y b^P^i, 1 . 5 k V, 25 n F (D^-MKX ^ ^. ^ K.tz 0 ^fflfcT 1 0 

teiStt^tt 5 a -MEMf» (GIBCO BRL IcADx.«* Lfc 0 
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&?fc»U ^MAB L - 2S<$ft ^©-*iF v ©Mil 

K&Wk LXm^Lfc 0 lOnM methotrexate (SIGMA ttig) £^tfft§ljilfifi#J& 
CHO-S-SFM II (GIBCO BRL ^iM) KX^^k, i^^tSrStf), 

'5 5. 9 CHOm^OMAB L — 2tfjfa&$£(D — F v CDffM 

5. 8T'#7t-^F v^mCHOS»^^*±?t^AX^M*- h V y 
i? (PAN13 0SF, jll^y^;^) &JSV^^2 0tel§:Tii8£L7c o MM 

CHOi^M*±?f^fe— v<^ISi^^ s Blue-sepharose, WKn3^> 

( 1 ) Blue-sepharose ^7^^0-7 h^77-f^- 

**±t©Sli^ 2 OmM gM»?& (pH6. 0) Ofg«L, 51 

'C>#Bf (l 0 0 0 0 rpmX30^) 9 7F3£#|»£ Lfc 0 ±fif£|5l»M 
■C' W-Wih Ltc Blue-sepharose *7^ (20ml) iZ-WiM U l^lgfr^t*^ 7^ 
15 tfcfrfe, ll»WNaClil|l:0.1, 0.2, 0.3, 0 . 5 RX* 1 . 0M£T* 
i^till #7^M*Lfc^fi|f£mBLfc 0 SDS-PAGET-mii>9 
&t>*#^l±iili#&^lf U -##F v«fg£*L7cjI|# (0. 1-0. 3M Na 
Cl^ttili^) ^y-7UU Centriprep-10 (7?3^) %%^X®2 OfgML 
fc. 

20 (2) W Kodri/T/^'f h 

(1) ot«iomM v^mmmm (pH7.o) ctiowu /> 

^ Kb drv'T^ F*7A (2 0ml, BioRad) fcS&J&P Lfc 0 6 0 m 1 <0 1 0 

mM y->m&.m%z ( P H7.o) f*7A^»t, yyilifW^2oo 

mM^T'E^^±(f, #7A^Pj£if Lfc^&KSr^ffibfc (Hl9) 0 SDS- 
(3) 

(2) ©pi^AS.t^B$r^:^tL Centriprep-10 ^l/^I|U 0. 1 5M 
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Na C l'^tf2 0mM (pH6. 0) T'«LfcTSKg e 1 G 

3 0 0 0 SWG*7A (2 1.5X6 0 0mm) \zmMLtc 0 ? n t h #7 

(A I, B I) ii|»©-*|[FvTfc9, ^u«jgl?^:«fL/t:3|g* % ®£ 
5 A-Ctt£W±O^I|!)3 6kD, H#B-m(^7'6 kDfcSffiSttfc. . 
tfc-*lFv (AI N BI) £l y /UT 5 Yf/^m 

V>T##f Lfc. ^>^Sr3S55»JaSAllH »T&IL, L a e mm 1 i ©'^jfe 

WDTH^iti^m\ &»mgait£^v'-:/y urvf^jfefeLfc. 

HI 2 l KtfI-X 5 fc\ A I % B I v^tbt>3S5c^f9©jRJD©^^B5fc>b"f, JE> 
10 tt-htf)^*^ 3 5 kDt^y K4r4-;ifc. «±©3fem^fc x A I li-fcfc 

^AlWBHTSKge 1 G3 0 0 0 SW^7^ (7.5X60mm) 
v^$Vmtiit::j; «9^L/c^ x B#A I fi^/ v-ot-^©^ B^BI 

15 BI) f±. <£— v(D^)4%T*fcofc 0 0E^>f -r— M^"* 1 ©^^^— ^ * 

© 9 0 %^_b$s 4<CT* 1 * J! EA±££fttaH#£ftfc-. 

5. 10 ±Iflai85T^MA B L - 2 F v ;K U ^7°f Kj§l 

MABL-2 £fcfcgl F v £;^&Bi®ftrtfc:T$$Wfc$8mi"3'** 

20 *-&fftK1-3fcie\ p s cM2^^^PCRft|IJ; <?fitfcLfc 0 #£>tl7t 
DNA^^pSCFVT7M^^HuiAUc 0 

n-Kt5DNAtM^y^XLIo|^n K>&Z>*Nd e I fljlJPggllfffgifs 
*UffiSr^"t"5ia?!l*-§- : 2 7 ^1"N d e-VHSmO 2.7? J^^TkXJ&ft"? 
25 ULiV»C*^3-Kf5DNACW^y ^Xllo 

2fa©#jt= KyxvE c o r i mmmxw8mtiL&#irzm&m-& 2 8 izm 

tVLASyy^^m^ fc:fe\ i*y7^-7-ONde-VHSm0.2 
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N A kz ^ 7 y fTJ Xi~ 5 Uft \Z 5 % ft <D h X V ^ 5 „ 

P C R$i£ 1 0 0 a ltt, lO/i 1I510XPCR Buffer #1,1 mM M 
gCl 2 , 0. 2mM dNTPs, 5»syfOKOD DNA^U^y— if 
(W±3C^*±t!)> 1 /iM-fo^#7°7-rv-, 'Ml 0 0 n gOiiDNA 
5 (p scM2) 5;MU 9 8ttT15m 6 5t|:t2^»tl ! 7 4tl: 
T 3 0 8>ffi| % £ (DllK^T^P^ Lfc 0 ^ (DUM-V-J ^2 5 bfc„ 

PCRMlr QIAquick PCR Purification Kit (QIAGEN tfcJS) Srfl^TliK 
U Nde I ME c oR IX'iftU #b*WtD N A^tf £ P SCFVT 7-< 
^ £ — n— z^i/? L,fc 0 fc*5 % 3jc385L-<^^ — p SCFVT7liNd e IR 
10 VEcoRI XmfcLtzZbfcX Dpel B ^j/^/V|a^^iJ|^$tlTV^5 0 D 
NAE?!l&Jt®& % IELV>DNA|a^J^^-r5DNA©f > lt^tP7 D 7^^ K£p 
s cM2DEmO 2 Ltz (M 2 3 £r#fl8©£ £). #:/7*5: Kp s cM2 

DEmO 2 Ct*tl5MAB L - 2ftftft*©-*iF v ClWJItFT ^ 7 

m&Q&m&mtir 2 9 k^i- 0 

15 5. 1 1 jcif»^fe(t5MABL-2^ft:^g)-^lFv^l]^7'f K 

MA B L - 2 trLflc*3(50-*«lF v *K U ^7°^ K&JSm-f" 5 5 
& N pscM2DEm02'<^-^ffilBL21 (DE3) pLysS 
(STRATAGENE QM) {CWBtm&lrlto #b*Wi* p-V^O^T, SDS-'PA 

l - 2 #«f v # y Fvm&m t lxmir 

5. 12 ^MiMtei^iOMAB L-- 2^a3tEO-^<gF v^Myf KO 

»H LTib Wc^)II©^y ^;V3 d ^-?r L B 3 m 1 let 2 8°C 
25 T 7 B#|HJJ§* U -ft&7 Om 1 <DLBitflM-1S;Uf #\ 2 8'CtCT— ^«p*Sr 
fjofCc ^©p re-culture&7LCD L Bi&ifiH:fit;Ufc^ % i?t-77 
-^>^-SrfflV^2 8°C, ^^^3 0 0 r p mlttlSt Lit, O.D. = l. 5 
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mmm&TM'bftM ( 1 0 0 0 0 X g , 10^) L, ifcBkb LXm^LtzW^ 
5mM EDTA, 0.1M NaCU 1 %T r i t o n X- 1 0 0 Sr^tf 5 
OmM hV^^MWB (pH8. 0) &1]\1?L S i^fe (out put: 4, duty 
cycle: 70%, i&xi 0 0) (31 <£ 5 Lfc 0 r®»»iR«rig*fr£fli (1 

5 2 0 0 0Xg, l o#) ftgkk L-CIsIl|XLfcitAft:^5mM EDTA, 

0. 1M N a C 1 , 4%T r i t o n X-10 0^tf5 0mM MJ^i&i 
(pH8. 0) M*., ff&Wife&a (out put : 4, duty cycle : 50%, 
30#X2) ^rfTV\ S'^i (1 20 0 0Xg, 1 0#) £±9 @l8g6|C&tt 

10 gftg&S?&^£f#frA#&6M Urea, 5mM EDTA, 0.1M N 

aCl.^tf5 0mM MJ **£SfcK#ift (pH8.0) fcig#U 4M Ure 
a, 5mM EDTA, 0. 1M NaCl, lOmM / /l/%y° / ~~ JV% 
-g-tf 5 OmM hy^MItl (pH8. 0) VW-WitLtcS ephacryl 
S-300 (5X9 Ocm, T-? v-^ A • y 7 /V-r SsT&M) ^/l^iS* 7-MC N 

15 flfoi 5 m 1 /#T'» U ££LW5ffi£^fi<0— ##F v&^£Lfc. #W 
^SrSDS-PAGE-C^tU ^©fU^Pi^HloV^, O.D 280 = 0.2 5 
JC^Si 5^y^MT*ffiV^7t^T^«^, 5 mM EDTA, 0.1M Na 
CI, 0. 5M Ar g, 2mM 315511^/^^^, 0. 2mM WtitM.^^ 
Wm5 0mM MJ^tftlfcttafJS (pH8.0) LTjg#T& 3 0fT 5 

20 ##ML^£fTofc 0 $feK0.15M N a C 1 Srgtr 2 0 mM 

&g$R«i£ (pH6.0) ^*fUT30S*fU &*IK^£fTofc 0 

0.15M NaCl^t?2 0mM Stiff (pH6. 0) T*¥#ft;L7cSu 
perdex 200pg (2. 6 X 6 0 c m, T-ris-Y & • 7 7 ^*sTtiM) ? 
25 /Vtifi&UyMZ.WJMLlL. ffl 2 4 J; 5 (C, ffi-^iro^ftfcJt*. 

:/p- K^t'-^^fei, ^ i^-/t 0 -^^2oOfc 0 -^^|±l$ti7t 0 

SDS-PAGEt±5'^1ff (H2 1#Rg) &tWl«i<^ffi&ffi^, £g 
t°- * F v # y ^ 7°^ K <2 ^ / -v- T* & t> , ^ :/ tf- ^ |4^##jfe^ft 
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#|F v y 4 %T'fco fc 8 

5.13 MAB L- 2fet1^a^^M-^F y^V_^7±JW in vitro ~C 

5 U I APSritfc^lALfcL 12 1 0£fflJ5& (hI'AP/L1210) &JlV\ 

C H0»S^)li»I4OMA BL-2 K#**<2-#$1 F v *K y ^7°^ 
K (MABL2-scFv) <DTtf h-^^^ffl?r N ^2ooypf3^- 
/W:tAn n e x i n-V (BOEHRINGER MANNHEIM fcfc$!D Sfefe^i 5tftW'Ufco 
$-oy P ^n^/Ht h I AP/L 1 2 1 0$BJ&5 X 1 0 4 {®{^ gtflftWSr 
10 MS 3n/ml "CaSSn U 2 4 B#Ki#« Ltz 0 ftftttft t IT, 5 . 9t# 
fcCHO&BJ&gi^MABL 2— ;fc#!F vOty^W^v- £bK5. 1 

gGiKm^^X^mLtc 0 Annex i n-VSfefiSrfTV\ 

FACScanli (BECTON DICKINSON *±®D £Ti£ft^&iI'J£Lfc 0 

15 ^-<^7°a h IAP/L12 10»5X10 4 fi|:, 

B*fSf£^« 3 ^ g /m 1 U 2 BtR&t&fc&fcffiF LAGft^ (SIGMA |± 

$4) 1 5 n g /m 1 X-mm U JEfc 2 2 f$fiq'%* Lfc D LT, 

5.9 C H O 35M A B L 2 — F v (D^ / -r— Rt/n yfn 

<t I g GfctfttoV^&f^LfCo An n e x i n-Vffe&£ 

20 fTV\ FACS c a nMfcr^M^SlJ^U^ 0 

An n e x i n —Vgk&izX&ffitftcDffi^z&M 2 5~3 1 fCl^ft^l;^ Lfco 
^<39^x C H 0»5OTI W4©MA BL-2 ^6*~*iF v ^ 
y^^K^^^-fi^^hn-zu (®2 5) ^tttSLT^U^K^^II 
Lfc (02 6, 2 7) ri\ CHOi»miHjai4©-*iF vTjfy^T 0 

25 ?h*<D*;^-<DT#h-i/xmmftm±m&bfitefr<>tc (02 s v 29). * 

fc N iaFLAG^^»(Cj:i9 % C HOUlSMCMAB L - 2#WW&3fc— * 
#|F vaKU^^KO*y-^-f±3> hn-^W (03 0) ^JtlfcLTifL^M 
JE&M^Lfc (0 3 I). 
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5. 14 s cF v/CHO^^/f K^/v-RW-y-gt: ffiM 

(1) -?V*tisimt V I gG^tfe 

5 JC) ©^tlt ]^T©EL I SAT^ofc„ 0. l%MfikMMmt8i (pH9. 6) 
g/m 1 i^WLfc^ffit b I g G#C# (BI0S0URCE *±®k L o t # 7 
902) 1 0 0m 1^96 fra/l/TV— h (Nunc *±ig) t^fl*., 4,°CX-m^ ^ 
^f^> 3 yU £L#£@$-fbLfc 0 ^Pg«L/c-7!>^ 
!kmhZ>W$U&>k LTfc: M gG (Cappel tfcffiU Lot#0091 5) 100 
10 m 1 Iriinl, ill:T2^y^a^ 3 ^Lfc 0 *5fc#^ 5 0 0 0» 
Lfc T/^ 117^777^ "Vmm t h I g GfcW (BIOSOURCE tfcSL L o 
t#6202) 1 0 0M ^Ox., ^fiKTlB$P4H^^--v'3 ^L7c 0 

g^T&M;^ -f ^^^-^a MICROPLATE READER Model 

3550 (BioRad tfc§g) ££^T4 0 5 n m<Z>Sbfe^£tf£ U ffifiOfc M gG« 

15 e#^<£ 9#bnfc^SJ|^b N v^^itl^ot M gG (M^^R) ^ 

(2) &imfo<z>m 

BLfcPBS (-) &/BV>T\ tMtl0.4mg/mK 0.2 5mg/ml(I 
20 &5£?KMU L7c 0 

(3) t hfl-Mffi-^^^^^w^ 

T) Srl^T in vivo lift Lfc K PMM 2 $9j& (#1^7-2 3 6 4 7 5^ 
m & 1 0 % !7 v-J^j^ik^ (GIBC0 BRL It®*) &^tfR PMI 1 6 4 0 igifc 
25 (GIBC0 BRL fcfcJK) T*3X1 0 7 ^/m 1 {C ft 5 «fc 5 t WfiJ Ufc„ ' * fr£ 0 
ft7V7PGMl #C#: (TOMMfcSSk 1 TV^&r 5 m 1 T^fif ) lOO/il 
Sr&Tlft-S-UtSC I D-7£* 6 Sift) (0*^L-T) ^±|EKPMM2 

2 0 0 M 1 (6Xi0 6 fi/y^) Mfllli^&ALfco 
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(4) %Lft&$- 

(3) -Cflsl&Lfcfc h^M^^TvW^U KPMM2MW30 
Si <9, 10 20, 3 0F4> ±15 (2) tl^LfcSW, ^y-7Hj:2 5 0 

5 ftPBS (-) 0 2 0, 3Bm, 2 0 0 m 1 > JlM«t "3^tfc 0 

Mg^fe, 1P7B5-Cfiofc 0 

(5) s c F v/CHO^M7 P f K© ; E-yv-SU ! ^'f-7 w -©t h'WMM.^W. 

10 ^w^M»)|l:K:ov^te, SitIlM5i4t5t M gG (M*>v-! 

h I g Gfic^-fb^OlN-Cfi, KPMM2iWit24 Hlt«IlU 
-tfB (1) T'^fcEL I SA^lV>tt M gGi«lfc 0 ^©l^ P 
B S (-) S-£#-Cf± % « t M g G (M^V/^SC) 8 5 0 0 m g/ 

15 m 1 l£-e±#?-LTV^<2^*|-U s c F v/CHO^v-Mttt»© 
1/1 OSXTkmmz.i&mX*foV)^ s cFv/CHO^-7-^KPMM2» 
©limS:^^^<^JLTV>5r.i:^$tbfc (Hl3 2) 0 — ^ ^PbI^o 
V^*>!§]3 3 i^t^'U % s c F v/CHO^ v^ifliPB S (-) 

20 £[±£9, s cFv/CHO^v-^t ffiivi)^*f;H:^lt, £t 
M^m&WI- 5r £#^£frlfc 0 «P^©SM#y^7'f KffeS s c F v 

5 . is ^wmmm,m. 

m%X<D!kWi*^}) ^MLfc&lt^^ct "9&ifo.U PBS (-) ^«t«9 3 
mmW-Ltc^ PBS (-) ^Tft«^2%W^«#^^^Lfc 0 ^ 
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Sf-^TVWS, tiatv>)7 1 gG (Zymed #M) £ffiV\ MABL-2^ 

5 <D$cfc-y-^y;\s%:5 o M i /t^^mtoLtcpK, 2 %^sk^mm^ z b 5 

U liA^J^L7c 0 £fc, ^fliU, PBS (-) &5 0m l/!7^^» 

gG, MABL- 2fcm*. 0.01,0.1, 1, 10, 1 0 0 /z g/m 1 , — 
10 *iFvft 0.0 0 4, 0.0 4, 0.4, 4, 4 0, 8 0 u g /m 1 T'XMMW. 
4o-*iF v^y^f K©^v-©^$ l 6 On g/mlO^ftSrgg 
SLfc 0 -tOfiifJIte, TI5^ 2 ^^-f ji 19 , MABL-2^W, 0. 1 /z g 

15 



mlgG 

MABL-2 (intact) 


ttffi. 0.01 0.1 1 
- - + +++ 


10 
+++ 


100 (ng/mL) 
++ 


scFv/CHO 


StflB 0.004 0.04 0.4 


4 


40 80 WmL) 



atfiB 0.004 0.04 0.4 4 40 80 160 (ng/mL) 
scFv/E. coli - - 

scFv/E. coli 9* - 



WO 01/66737 



PCT/JPO 1/01912 



c(Fv) 2 25.t/fll^^ft$^7 D ^Kyy*-^WT5MABL-2fetft:s c Fv 
6. 1 MABL-2fiftsc(Fv) , »7^;Kg)il 

MAB L- 2^^5(5(7) 2o(DH^V«S.t^2o©L^V^^tfS^ 
5 #WF[sc(Fv) 2 ] Sr3SSi-5"^7^5 K«rf^Ki-5/t*, S&iBpCH 
OM2 (MAB L- 2^t#:ft5f50 s c F v^3- K-t-^DNA^tp) Sr&TFfc 
TF-f-m?) PCRfeCJ;!)»U ft&ftfcDNABftf&p CHOM2|:fAtfc. 

P CR^ffit-5^ , 7l'^-f4, ty7^7^ v-t UEF 1 0*3 - Kt 
5DNA(W ^Xf§ E F 1 v«- (I23WI-: 3 0) U 

10 LTL#£V0$tf9C;«£ = - Kt5DNA^7* 

y ^XUJLotJ V*-®«Sr=i-K-t-5DNAia5(l (iB#l## : 19) RTfS 
a 1 I^JPS^raM^^i-SVLLAST 0 ^^^- (@H^J#-^ : 3 1) ^ 
M tfto 

P C R^&£ 1 0 0 ^ 1 II 10/j1©10XPCR Buffer #1,1 mM M 
15 gCl 2N 0. 2mM dNTPs (dATP, dGTP, dCTP, dTTP), 
5a=yh?)KOD DNA#y^7-f (6t±«#tHfc!!), UM0^5-{ 
•7— , MlOOngCilDNA (pCHOM2) £rg-:fi"t-3 0 PCR« 
9 4^X3 0 5 01CI:T3 0 jPISfttf -7 4 °C\CX 1 ftm, £<DMSJ*"T?JD 

20 PCR£j$#):£r QIAquick PCR Purification Kit (QIAGEN *±M) *^X^Wk 

U Sal I T?^k;U #k*lfcDNA0ftf*pB luescript KS + ^ 
C^Lfi^«&ttJSi) {-^o-->^'L7h 0 DNAiB?tlife;£©&, JEL^DNA 
IB^J^^-r5DNA©f^^tf7°7^5 K£Sa 1 It«U fcfcftfcDNA 
Bftf&S a 1 I T%Lf;pCHOM2|: Rapid DNA Ligation Kit (B0EHRINGER 

25 MANNHEIM tfcK) SrffiV^T3|j(t Lfc. DNAffi?!Hfe£©& % iE L^DNAE#I«rW 
i-5DNA»f^4:-&tf^7^5 KSrpCHOM2(Fv) 2 i^Lfc (i3 4^# 
flS)o ^ Kp CHOM2 (F v),l:^5MABL-2K#s c (F v) 

2 «o4ISgBMSl57 $ /»iB3aj£BB2F!l#-J§- : 3 2 {r^-f 0 
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6. 2 j^r ^ tQ^/f K U y j7 - ^tt 5MA B L - 2 s c F v j§l 

t^of^c^Ky y*-itu ^tr [h$g - [lis] c^thlk 

[L^] - [Hi] (£(TLH) i:^5i5CVTOMtfcscFv^ MA 
5 B L - 2 S*©HtWL|c DNA LTJ^T^il <9 ^ffrMLfCo 

HL^^y©s c F v&f£S1-5fc*K:, if P CHOM2(Fv) 2 ^iiR 
TCFHL-F1 3 3) MCFHL-R2 (!H^J#-§- : 3 4) V 

7^-7-, C FHL-F 2 (|E#!#-*§- : 3 5) &tfCFHL-R 1 T 0 ?^- 
(IS?iJ#-5§- : 0 3 6 ) £<fc«9KODjtf !M7~£t::T9 4 , C3 0g\ 6 0°C3 0 

io 7 2°ci&m(Dfrfc%3o®mQfei-pcR5Ljfc*ft\,\ 5 ' lait y -y-ia 

?iJ£-£tpHfL &t>' 3 ' flllfc F L A Gia^J^tf Lg(£> c D N Aa^Srtfag Lfc 0 
#bftfcM&t>*L#(cDNA&#|M£ LT^U KODtK !/ p< 7— iflCT 9 
4°C3 0#\ 60t30^ 7 2tIl^ra©SJSSr5|sI*l3jS*t-PCRSJS*fT 
V\ CFHL-F 1WCFHL-R 1 7°y -?-&M?iX £ £ fC 3 OiM'^/l' 

LH^-i^s c F 3:1* MAB L - 2 Lilt/HiV 

fi© c DNA^^7 ^ ^ Kp G EM-M2 L^p GEM-M2 H 
¥H-6 3 5 5 7#I) Mi:U,^f|lT7 (IB»# : 3 7) £T> 
CFLH-R2 (ffil^J##:3 8) 7°7^-r-, CFLH-F 2 (|S?!J#-S§- : 3 

20 9) XtfCF LH-R 1 (gB?!]#-$§- : 4 0 ) zfyj ?-^V>TKOD # P ^ 7 
— £ £T9 4°C3 0£!\ 6 0 o C3 0fK 7 2°C 1 #ra©KJS«: 3 0 0 

i!)StPCRmtTV\ 5'#J^y-^-iE^J^tfL^ £tf3'fl!lteFL 
AG|a^iJ?:-g-tfH^(Z) c DNAitfe^Sr«Lfc 0 #&KfcL£&tfH«c DN 
AS:t(fMt LTS-o-U KOD^y 7^7— tf KIT 9 4V3 0®\ 6 0°C3 0;£J\ 

25 7 2^1^1150^* 5 0|fe 5 Si-PC'RSJE&S:tTV\ T 7S0CFLH-R 1 

FLH-F4 (IS3W§-:4 1) XVC F LH-R 1 ^7^ ^*|V^ 9 4.1C 
3 0^, 6 0t3 0^, 7 2t)l^W9SJ®Sr3 0@i|!]iltPCRSMfT5 
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^H«lfcLH-0, HL-0^^^©cDNAMiiEcoRI, 
BamHI (£?gii) jiJlb, X h o I ffigK#*#Jff8lHfcSr£* ftV>ifc?LS*W8 
^,^7^5: KINPEP4H Ligation High «r/BV>T$AU 
5 Competent E. coli JM10 9 y jtf^-y) fc^KSEifeLfc.. ?&WE&L 
fcTCM,}^ QIAGEN Plasmid Maxi Kit (QIAGEN) |CT7 , 7^? K*flfKbfe 0 
C5U/7^^KpCF2LH-OMpCF2HL-0^lLfc 0 

ttpCF2HL-OMilTCFHL-X3 (BB?!J## : 4 2), C FHL- 
10 X4 (IE?(J#4§- : 4 3 ) % CFHL-X5 : 4 4 h CFHL-X6 

(ia^lj#-^ : 4 5),' XBCFHL-X7 (IS3W§- : 46) ©•fc^*^^- 
ft&T^'f-K^X'J'y J U^^ ^-fi?!ll:ffii«lftB GH- 1 (@E» 

t: 47) :7°7^-&^TKOD7Ky ^?-1?{;:T9 4°C3 OS\ 6 0°C3 
0# N 7 2 < Cl^ra©R^Sr3 0 0» Dig-TP C R£J&fcfxV\ #btL7c50£jg 
15 fWiiXhoI, BamHI (Sjgjf) teT*&3Lfco #&*Lfc»ftf&p 
CF2HL-0©Xho K BamHl WM: Ligation High £JE 
V^T^AU Competent E. coli J M 1 0 9 ^fCtemLfc ^SMEftLfc*:* 
Si "9 QIAGEN Plasmid Maxi Kit tX7"7^^ K&WfilLfc. ^ 5 IT, 
7^5KpCF2HL-3, p CF 2 H L - 4 N pCF 2HL-5, -pCF2H 
20 L-6WpCF2HL-7^Uc„ S^COS 7»T*©-iWM^ 
l^<53§5i7°7* 5 KSrf^Ki-SfcAIC, pCF2HL-0, pCF2HL-3, 
pGF2HL-4 x PCF2HL-5, p CF 2HL-6M'p CF 2HL- 7 
SrSSRSWSRE c o R I &t>*B a mH I (£S3t) CtML, 8 0 0 b p ©»f 

# * r # p - * ^/usssacsb ^ x z fjvfr bo0tia!)iiLt # e> ftfc if 

25 it MflKfMM^T 0 ^ ^vKpCOSIOEcoRI MB a mH I h 
Ligation High &ffll^T^AU Competent E. coli DH 5 a (MPEffi) '&Jg 
Kte^Lfco 3^Hte!feL/t^cJI&®«t 5 QIAGEN Plasmid Maxi Kit \zX°77X$ K 
SrttfilLfc. r?LT N M/7^^ KCF2HL-0/pCOSl, CF2H 
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L-3/pCOSl, CF2HL-4/pCOSl, CF2HL-5/pCOS 
1, CF2HL-6/pCOS IRUCF 2HL-7/pCOS l&fj^Lfc 0 
<Xm&)temt LT, 7*7*5 KCF 2HL-0/p COS 1 0«5t^EI 3 
U r^(C-tt^5MAB L 2 - s c F v < H L - 0 > OfiSBa?0Rt;7 5 / » 

5 ia^j^ia^ij#-§- : 4 8 ^-fo * ^^7^ 5 ko y >^-^^©msia^t5 

£fc, !? ^#-lM;*<0£ft5LH*>r:/®£m7*7*5 KSrf^Ki-5fc«) % 
p CF 2 LH-O^ili UCFLH-X 3 (IH?lJ## : 49), CFLH-X 
4 (Ifi?IJ#-5§- : 5 0 K CFLH-X5 (E?!l#-£- : 5 1 ) , CFLH-X6 (IS 
10 5 2) XfiCFLH-X7 (I2?U#^- : 5 3) Wfe J ~?—RX$ 



ffiV^KODTK!) ^ 9 4t) 3 0#, 6 0°C3 0$\ 7 2tl^OK 

J5SS:3 0E*l9ig-f PCRKJS&*fTV\ #feftfcKJ&»MI»StX h o I, 
BamHI fcT&S L,fc„ #fe*L7c£$rJt£ P C F 2 LH-OOXhoI, Bam 

15 HIf--f Ligation High ^/gV^T^AU Competent E. coli DH5a CM 
#§£) SrJ&fWB&Lfco ^K^LtcTcMJ^ QIAGEN Plasmid Maxi Kit \Z.X 
7*7*5 KtrMbfCo £ 5 LX, ^7°7^5 Kp CF 2LH-3, p CF 2 
LH-4, pCF2LH-5, p C F 2 LH- 6 RUp C F 2 LH- 7 fcfEKL 
fc 0 IHCOS 7«-e^-i§^Hm(3:ffiVN5^^7 P 7^5 KMfSfcfc^ 

20 pCF2LH-0 % PCF2LH-3, pCF2LH-4, pCF2LH-5, 
p CF 2 LH-6Mp C F 2 LH- 7 SrMl^E c o R I &tfB amH I 

(Sffijg) tx*aau.*?j8 oob p^sf^Srr^fp-^^s^sbicia^ 

/^b^|HliR^J;!9fllKLfc„ ^b^7t^^ui?LSjMMm7°7^5 KpC 
OSlCEcoR iRXfB amHlW M- Ligation High SrffiV^T^A U 
25 Competent E. coli DH 5 a 0E#*fr) Lfco Tgffte&LfclfcMl J: 

19 QIAGEN Plasmid Maxi Kit iCT^y* 5 K£#t8iUt„ £ 5 UT, f§?a7°7* 
5: KCF 2 LH-0/p COS 1, CF 2 LH-3/p COS 1, CF2LH- 
4/pCOSl, CF 2 LH- 5/p COS 1, C F 2 L H- 6 /p C O S 1 R 
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t>*CF 2 LH-7/p COS lfcfHKLfc. ftmWmkLX, 7*7*^ KCF 
2LH-0/pCOS KDm^m3 7{CtfU .^tl\C^fl^MAB L 2- s 
cFv<LH-0> ©J£Slfi?iJ&tf 7 ^ 7 ®>IE?iJ £IB?lJ#^ : 5 4 * 

* ^ ko y ^^-^^SE»t>*r 5 j ^mssmM 3 8 

5 6. 3 CO S 7 Iil5l:felt§ s c F vRi; s c (F v) 

(1) fiifititollilosi 

HL^7\ LH^'fys cFv&t>'sc(Fv) 2 ©M©fcJ6l^ COS7$B 
A3 (JCRB9 12 7, ta-vyf/fi^g|Htfi) -CO— iifttfBi&SrfTo 
fc. C O S 7 jRHjfttt 1 0 %.4 1 l&iSjfiL* (HyCl one) Sr^tf DMEMffiFUS 
10 (GIBCO BRL *±®Q fCT, 3 7 tOKI^^affif T'igftig* Lfc. 

6. 2-filLtCF2HL-0, 3~7/pCOSl, fel<fiCF2LH- 
0, 3~7/pCOSUItpCHOM2(Fv) 2 ^^-^ Gene Pulser -gfi ' 
(BioRad %m Zm^X^ls? ^PzK^-i/3 WaUCOS 7tt(If7V^ 

15 DNA (1 0 u g) tDMEM (1 0%FBS, 5mM BES (SI GMA 
tt)) i£i&^2 X 1 oWmLOO. 2 5mL^jl Md&P*. N 10» 
MtO. 17k V, 950ai FCgitt^i^tfc. 1 0 

bn?Jfv— v^a :/£ftfc»£rDMEM (10%FB S) ^Jfi^iS^L, 
7 5 cm 2 7 7^3ttifc 0 7 2fflM, i&#_L?jf iS'L^RK: .fc 9 

20. *SJ&Bfetf&Bfc*U Il:0.2 2Mmt*F;^5'y7^;^- (FALCON) \Z 

TifciU r.ttSr«#±» (CM) tufc, 

(2) &to?jfJ#%"T?©*§£±i&©!8& 

±12 (1) iTOO^T* i/3 V LfcjRBjfiSrDMEM (10% 

FBS) mi&KMfL7 5 cm 3 7?X=i\ZX-ft%mVtc^ *&*±fc&fcT % P 
25 BSfctft^, CHO-S-SFM Iligifc (GIBC0 BRL f±®i) £3ftbll Ufc c 7 
2 «i#t£ij, J: <9 $HJM#£I&* U JSfc 0.22 

6. 4 COS 7 CM^scFvWsc(Fv) , Otffl 
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lt&!B6. 3 (2) filtfcC O S 7 OCM^ICfclj-SS* ©MAB L 2 - s 
c F v&tfs c (F v) 2 <a#y^:/?-K£T!E©ii9te£:E**'>^n yf-f 

#COS7 'CMlCOV^fcoV>TSDS-PAGE*fTV\ REINFOR 
5 CED NCIH (Schleicher & Schuell *±®D (C^^Lfc 0 5%^^A5^ 
(&jfc?L**fcSD ^T^nydF-'^^SrfTV\ TBSttgfeM, ^FLAG^ 
(SIGMA 'ttfit) £7JtJx.fc 0 mm.fcX>( yards' a yRTfiffl&<D&, ^frir* 
i/?— feftffg^-v I gG£t#: (Jackson Immuno Research tfcfil) Srflnx^ ^ 

10 6. 5 7p-»^ M n;«- 

MA B L 2 — s cFv 7k.U sc(Fv) 2 ©tl> Integrin Assosiated Protein 
(IAP) ftM^<Olfc&%WfetZ1tlh^ 8&IH6. 3 (I) fcTMLfcCOS 
7jM##±?f£/BV>T:7P-lH' M MJ.-*frofc 0 t h I AP£38^f 3 
?^^eii»tL 1 2 1 OII3S2X 1 o 5 fii;, »J6. 3.(1) T?#e>tt 

a^-S/g yX»©t, lOflg/mLO^^FLAGfift (SIGMA *± 

m ^ip^fc 0 ^^-s/g y&xmfcv®.. f i tciito-^^^ i g G 

(BECTON DICKINSON *±$Q ?rJnx:fc 0 IfS'T ^^ra^<— S/ 3 i/RV^^x 
FACScanli (BECTON DICKINSON #34) fcT&3teHft£&8a£Lfc 0 -£<£>gr 
20 |I N ^COS 7i§4|±^©ffi4rOfi$©^^Ky V* — Sr^ri-5MABL2 
-scFvll)!sc(Fv) 2 lt t M AP^MLTi^V«P-(4^^i-5C^^ 
Sftfc (EI 4 0 aMb), 
6 . 6 in vitro -giPTtf 
HufBl. 3 (1) CTllLfcCOS 73NHJia«F#±fitfcoVNTs thlAP&r 
25 itfi^ALfcL 1 2 1 0$Bfl& (h I AP/L 1 2 1 0) fcM-t&Ttf hr-i/X 
ilfrffi^An n e x i n-V (BOEHRINGER MANNHEIM &®[) Sfe-fef^Jt .DtfcSfL 

fee 

h I AP/L 1210»5X 10 4 fiC, #^*-&^SME«!LfcCOS 7 
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T'MU 2 4B#TO^Lfc 0 ^(D^. Annexin-V/P I £fe££fT l/\ 
FACScangf (BECTON DICKINSON |±iKD fcT£3te3&££S!l£Lfco 
^ COS7 CMtOs cFv<HL3, 4, 6, 7, LH3, 4, 6, 7> 
5 Wsc (Fv) 2 tth I AP/L1 2 1 0»{C*)-LTSI^^»5E«^Lrc o 

#btifc^^Ei 4 1 t^-tim^-f-o 

6. 7 MABL2-scFvMsc(Fv) , (QCHOlBMM^^Oi 
iftrfEMAB L 2 — s cF v&tfs c (F v) 2 ^|J:&f,IIt5: i: £g#J 
*£Ufc„ 

lulBl. 2CTl^U:pCF2HL-0, 3~7X^pCF2LH-0, 3 
~70Ec oRI-BamHI|^ CHOlfflM^m^ *~"P CHO 1 (D 
E c o R I RUB a mH I Ligation High trfflV^T^AU Competent E. 

15 coli DH5c« &MWfc&Ltz 0 BV:fe&LttmW£*) QIAGEN Plasraid Midi 
Kit (QIAGEN) ^X^y^^ K&ffifJKLfc. roi5tfC|8a^7^U*pCH 
OM2HL-0, 3~7XrJtpCHOM2LH-0, 3 ~ 7 &ff34L;fc. 
6. 8 MAB L 2 - s c F v <HL- 0, 3~7X MABL2-S cFv< 
LH-0, 3_2i7_>Rt£s c (F v ) , 38^0 HO«Bjte<PfmMWE*iP%&±ft<P 

20 II 

HUfS 1 . 7\^Xm^tz.m^fy^^ Kp CHOM2HL-0, 3~7&t/p 
CHOM2 LH-0, 3~73l6OTc:p CHOM2 (F v ) 2 ^ * -fcOT^S 13 £ 

cHotti«egu j; K^m^ram-t-5CHo» 

Sr^Ufco -e©MWJi:LXMABL2-s cFv<HL-5>, s c (F 
25 v ) 2 ^tI^^J^^?i-r5 C HO»©^^TI2^^i- 0 

KpCHOM2HL-5MpCHOM2 (F v) 2 MPi@£iSP v 
uICTlfttTS[»U Gene Pulser gitt (BioRad M) &ffiV> 
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A (10 jig) t. PBS^ 1 X 1 OWml (DO. 7 5ml Z^^y Y\Z 

to^ i. 5 kv, 2 5 n F<^ft^T^Vu*£^x.7c 0 ifi:xi Q'MVWM. 

^■r^mm^^a-MEu^m (gibco brl *±®d ^in^#L/c 0 ~&t%m 

5 i£^±*if£|&£U PB S KXV V* Ltc'& s 1 0 %<D V Vj^jjiLfjf fc-^W 

tSW^ta-MEM^i (GIBCO BRL *±gg) ^APx.^b7t 0 ^] 2jSFb^^ 
methotrexate (SIGMA %kM) $T«S 1 0 nMT'tf tSititlt^t U 
^<D|&5 OnM v -tU10 0 nM£*&£m&±WTJ££&i|*tt;fco r5U 
#btLfc3fiBiaSria — 7—4? fA^T*Mlfc?if*&i&CHO-S-S FM II (GIBCO 

io brl &M) Kxmm y &, mm±m&M#>, mfo&mfczv w^jtsr^u m 

»Lt, MABL2-scFv<HL-0, 3, 4, 6, 7>M<LH 
-0, 3, 4, 5, 6, 7 >*Ul%m^mi-%CHOmj\&RX$*:fr<b(DCMZ 

15 6. 9 MABL2-scFv<HL-5>^T-Ri;sc(Fv)Ml 

TB(D2mm<Dmmmz£ vmme. 8t#^fecM^bMABL2- s c 

F v <HL- 5 >.£.!>♦ s c (F v) 2 <Dmm%ftvtz 0 

<Wmmi> HL-5Msc(Fv) 2 ^ W]J^fK©C»Fl a 
gia^J^fUffibfc^tF 1 a gW7^^7^7A^TF^77^-W 

20 ;>iii^^tHMLfc 0 15 0mM Na C 1 &ttf 5 OiriM Tristl 
WmW.s pH7. 5 (TBS) T-WfcLfdjL Flag M2 Affinity gel (SIGMA) T* 
Mlfc*7A (7.9ml) Klmf!26. 8T'#^tLfcCM (1L) £»IU T 
B S -C* 7A5:»f, 0 . 1 y p H 3 . 5 t» s c F v 

y&frh&m&^fco #kft7t©#£SDS/PAGET':£#f U scFvCl 

25 tBSrSlfgLfCo s c F vB^Mg^o. 0 1 % £: ft5 £ M-T w e e n 2 0& 
APx., Centricon-10 (3: V #7) T^tLfc i»15 0mM NaClX 
XIQ. 0 l%Twe e n 2 0^tf2 0mM BMMW&s pH6. 0T?¥#ft;Lfc 
TSKgelG3000 SW#7i» (7. 5X60 Omm) KWfco MO. 4 
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ml/mi nT's c Fvtt2 8 0 nmCKlCrC&ttl Ltz 0 HL-5ti±gt°-^ 

iity>r^©ttin, s c (f v) 8 f4*y^-ofi[ii^n-?H«w$^fca 

Of#»2> HL-5XVsc(Fv) 2 H^^P-rh^77^- N M 

5 T'fix HL— 5t?f4 Q Sepharose fast flow tlyA (7 TV^v-T) $rs 

c (F v) 2 -ej4 SP-sepharose fast flow #7A£r/8V\ flXXTOiPlfiH L - 5 
t s c (F v^T^C^ft^Wc. 
HL-5 

H L - 5 OCMtt, 0.02%Tween20 t? 2 0 mM T r i s 
10 PH9. 0-C*2^«Lfc^^, 1M Tr i s tpH^9. OtlHlLfe. 

0.0 2%Tween20^tf2 0mM T r i s 4feSfeKHHK % pH8. 
5 "CSpH-fb Lfc Q Sepharose fast flow # 7«MCjWJ\ IrIM^^O. lMfrbO. 
5 5M*T?<BN a C 1 ©E«S£JlS-?# 7 AfcR* Lfcztf V ^7°?- KSr^ffl L 
fc 0 &b;fc/fcK#$rSDS/PAGET?5fr$fU H L - 5 £-a tfil/#£r|t#\ & 
15 IlgOA/f Kn^ri/T^^-f MHJ^ttfco 
(SS-X&) s c (F v) 2 
s c (F v) 2 (DCM|l, 0. 0 2%Twe e n 2 0 Srgtf 2 OmM 
pH5.5t2«f??lj5:«^ lMSIt'p H& 5. 5 HjWSLfc, 0.02%T 
w e e n 2 0 Sr^tf 2 0 mM WRStiStftifc, p H 5 . 5 X^Wit Lit SP-Sepahrose 
20 fast flow *7Al^lt, l^»^ c P. Na C litlrOHO. 5M^T'iUIW 
K±tf\ #^^MLfctf y^^K^WLfCo #btbfcM^SrSDS/P 
• AGEt^lfU s c (F v) 2 ^tPlf7>^fe, HZIgO^^ Kn*W>** 

(^Zlg) HL-5Msc(F v) 2 ©^ Kn^rv'T^^l' h^nvf^7 
25 — 

XgT^fetLfcHL- 5Bf^Xtjes c (F v ) 2 mftZ^tl?tl 0 . 0 2% 
Twee n 2 OSr-gtfl OmM U ^Wtt&Wiifc* p H 7 . 0 Lfc W K p 

^S/T^-f h#yA (BioRad, & \ ) KS&AHU P]1»*7A^^ 
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(^Hlg) HL-5Ms c (F v) 2 W/Mti® 
5 ^-XgX-mfctLfcffi^&^tl^tl Centriprep-10 U U tf?7) T^ffU 
0. 0 2%Twe e n 2 O&tfO. 1 5M N a C 1 2 OmM 1^^®^ 

p H 6 . 0 L7c Superdex 200*7A ( 2 . 6 X 6 0 c m N 77 

/V^l/T) \Z.frtt1t 0 HL-5!4^-7-|^||;, sc(Fv)HL-5Ms 

c (f v) 2 te^y ^-co^Mftmigt-:? t LT^tH^^o 

$(F vCD^v-^«T*§5r t *SJ|9JK Lfe. HL- 5^-r-fcJ;t>*s c (F 

6. 10 ftls cFv<HL-5>(D^-7-Ms c(Fv) , MMStt 
1-5 M 

H$^^tlfcMAB L 2 - s c F v <HL 5 XDfj s c (F v) 2 <£t f 

Integrin Assosiated Protein (IAP) triW^<Dffi&$:M'fe1r% fc£\ 7n-f 
-T h y-^=ffo7t 0 t h IAPB5t5v!)7,Siil«L 1210H 
IS (h I AP/L 12 10) XfettMt Up COS l-^*-£ h7 ^*7;c 

20 ^'>3>LfcLl2 1 0|M& (p COS 1/L 12 10) 2X1 0 s i@{£, 1 0 /z 
g/mL'©ffi|4MAB L2-s cFv<HL5 XD^v- N MABL 2 - s c 
(Fv) 2> UttMfii: LT^y ^p— j"«MABL-2, fttt^Jii: Ltv «7 
^IgG (Zymed *±§D &7JP;t, 7R±lCT^ ydf-a.^— 2/ a y&tm^tf)^ 1 
0 fi g/mL(D"7 7^5lFLAG^ (SIGMA M) »XLfc 0 y =3r^— 

25 a X&.t>'»<£^ F I T C«#i;-7<7* I g Gttfc (BECT0N DICKINSON tfcSSD 
§riPx.fc 0 i^a y&lJ^jf-©^ FACScan^I (BECT0N 

DICKINSONS) ^xm»S^S!l^Lfc 0 

Z&ffi^ #f@JMABL 2 - s c F v<HL 5 ><£>^V ^^t/MAB L 2- 
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s c (F vhfih I AP/L 12 1 0»^#m^t-lt^ LitZ. t \C £. V) s s c F 
v <HL 5 XDVJ -r-RTf s c (F v) 2 i5Sfc h I A P ^ft LTiiiV^i|;FPtt&;#i- 
5 ^ £ ^7rc£tl7c (|2I4 2) 0 

6.11 ijfSU c Fv<HL-5>(D^^Ms c (F v) , (D in vitro 7 

5 4? h-i/xmm$t}$k 

SNSi LfcMA B L 2 — s cFv<HL5>0^-7-Ws c (Fv) 2 ^OV^T, 
t h I APfcjtfe^iALfcL 12 1 0« (h I AP/L 12 10) &tJ*fc b 
fiikMjiS*CCRF-CEM^Mi-5T/K h->7iM^Ann e x i n 
- V (BOEHRINGER MANNHEIM ^feCl £ 9 Lfc„ 

10 hIAP/L12 10»5X10 4 fifc5V>ttCCRF-CEM»lX10 

5 {HK\ fflMABL2-s cFv<HL5>^7-, MAB L 2 — s c (F 
v) 2 , m\*ttmt U^y^n- f«MABL-2, [^4*ff$fc LT^?* 
I gG^/^ItiiDL, 2 4B#TO#L/t 0 Annex in -V 

^fe&?TV\ F AC S c a n|gg (BECTON DICKINSON &) ttf«lriJf 

15 L7c 0 ^©H^ MAB L 2 - s c F v <HL 5>O^^MMAB L 2- 
s c(Fv) 2 l4h I AP/L 1 2 1 0, C C R F - C EM©»}^ LtilSft 

6. 12 lUs cFv<HL-5>^-7-R(;s c(Fv) , tDiif|j^ 

m 

20 HiS#ij5. 1 5ttot, i^©M©tltfcs cFv<HL-5>©^ 

-7-S:t^ s c (F v) 2 ©lfiLM^^^«Lfc 0 

^y^P-t«MABL-2 (BittSM T'fiilM^^- 5©^^fL 
T, -*i»MABL2-s c(Fv) 2 M'MABL2-s c(Fv)<HL5 

25 ^^L^^ofCo ^^^^Tia^S^-fo 
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6. 13 iEfM s cFv<HL— 5 v*— 28:15 s c (F v) , (Dt: hfMv 

H»J6. 8&t>*6. 9fcTf£8L |SWcscFv<HL-5>^^ 
&tfs c (F v) a fcoVvt\ *©^ll«3!l*S:«»tfc. ^TO^f^»J5. 1 
5 4 (3) T'^tfet hlHSffi^fr^r^fcfllV^ ^^^iLfflf^fcfcttS.x 

gfc^i;<3, s c F v <HL - 5 XD^v-XV s c (F v) 2 CSI®f 

10 . fc*5 % *ttRlc:*}V^HL-5XVs c(Fv) a f4 % vehicle (15 0m 
M NaC l, 0. 0 2%Twe e OmM MW, pH6.0) 

0.0 1, O.lXlilmg/mLOSRtU, 0 . 1 N UfcttlOm 

g/k gfrftS J; 5f-^^^^S#Lfc 0 MMfcv e h i c 1 e<D%~%& 

15 t bftffiWtf 2 6 0 ltM«U jfiL?f^<DM^ y/^fi^E 

LISAia^lM5. 1 4fcftoTfilJ£L;fc„ -t<&*£^ 

fc»4>LTV>;fc (04 4&#$l) o ^©£#M^oVNTte, HL-5^ 

SI (04 5) &tfs c (F v) 2 &#P (04 6) *K*H§ (vehicl e 

25 01. t MgGl», tMAPOTt5L12 10» (hlAP 
/L1210) ti^UV>ii^t7n-t-{ M h y— ©jg^fc^-f-Bn? 

0 2. ^r^7MABL-l», t b IAPmt^L 12 1 0 #BJ® (h 
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I AP/L 12 10) |:#S«ti^t5- i^t7o- M M>-©*£ 

03. ^7MABL-2», tMAPOTt5L1210iSS (h 
I AP/L 12 10) t«fl«)lc^t5 ^ i %*t7 p-W M h y-O^ 

0 6. *jSW»-*«F v Sr = - KtSDNA*. €?L»t)»£T^m£ * 

07. mmms. ^xn^fitc^^^^y^n^ho^^-rtnxh^. 

(±;6>b 9 7.4, 6 6, 4 5, 3 1, 2 1.5, 1 4. 
5kDa^f), pCHOliACOS7»jtt±E pCHOM2iAlfi 
**±*. P CHOM2f A»i±SM^MAB L - 2^-*iF v 

El 8. nyfp^^iLT^pCHOl/COSZ iWi±S©^ft:|^ = 
> hn— /ufc LTOp COS 1/L 1 2 1 OiB|&^(i^U^V>ii:^^-r^n 

0 9. MABL2-scFv/COS 7HMi±f©^tt, 37fP^ 
20 <t LtOpCOS 1/L 1 2 1 0#B!&tC|±|t'g'LjfcV^i:Sr*-f7P— ^ M 

010. 3^ hn— /Vt LTOp COS 1/COS 7 «tf*±?it<D#i;#:f±, h 

1 AP/L 12 1 OlMO^L&V^ tW7D-t^ MJ 

25 01 1. MAB L 2 - s c F v/CO S 7»i#*±}f0^ft h i AP/L 
121 0ttH^l;^f5 i i Sr*t7 n-t^f hp< MJ -©jfeJfeSr^-f 
0T*fc5 o 

H 1 2 . HJfcfll 5 . 6t^fCompetitive E L I S A©3g*Sr*t" 
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mxh^o, *mm<v—*mF v (mabl2- s c fv) <D$im&&m&*, 
y^u-jut uopcHoi/cos 7mmmm±ffi titm^x, -7?*^/ 
^o-t«MABL- 2(DmmMi&fci$-rz>um*mM£ Lxm-fmxh% 0 

5 U©p COS 1/L 1 2 1 0 Witt, V Y jVt LT<7) p CHO 

i/cos 7mfa%m±mttmzTtfh~yx*ffimLfo^k%7Fir 0 

-/I't UCp CO S l/L 1 2 1 OMiCfL MAB L 2 - s c Fv/COS 

10 Ull 5. H»5. 7©T^h-^^^CQ^^-rilT'fc!9, hlAP 
/L 1.2 1 0»^«, nyhp^vi: lt©pCHOl/COS7Wt± 

Ull 6. »J5, 7©TzK h—y^m^O^^-rmXh^, hlAP 
/L12 1 OM&f^ftU MABL 2- s c F v/COS 7 »j§#±fff tfWttfS 
15 il#^{CT>Kb-^^jai-S^i:^-ro 

Ull 7. H»J5. 7©T^ h— «y^^^©^m^^-t-|lT'fc>9, CCRF 
-CEMiSStli, UOpCHOl/COS 7 *BJ&i#»_t?jf #C 

in 1 8 . mmm 5 . 7(DT^h-^^mm^(D^^-rmxh^, ccrf 

20 -CEM»^;#U MAB L 2 — s c F v/COS 7 Mi##±?f 

Si 19. ^1M5. 9©CHO$BM£tf>MAB L- 2fcfc&$k<D— ##(F v-O 
JftKifigfcSiV^ Blue-sepharose ti v J^X^hflfzW^^ Yn^-i/T ^ 

j h z v j**m\,^xmmLtcMo? h J±%7iki-mxhy ^ 

EI 2 0. »J5. 9<£> (2) X'&hfrtzMftA^ W#B KoV^<WiiiK: <fc 
ft^L7c|g^:<lr^i-|2I-e^ 9 % ilj^ATiSjL^tf ±<A#^A&J 3 6 k D, ®# 
B X\±m 7 6k D©^fi|I±S^-^2)S (^tl^ftA I &tfB I ) flSj&ffi Lfci 
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1212 1. 9<DCHOmi&M£.<DMABL-2VLW.&&<D— *<fiF v 

ffi§safi&fc:m^#fe*Lfciiia-& sds- p ag e^*t .l^st?* o % fsrftt> 

5 022. CHO^aJ3S^^.C0MAB L— 2 £vffc&5l5 <£>—;$: IS F v fD$tM^ feV^T^ 
btitzMftA I B I Sry/ujftii^J; t)^*fLfeje*Sr*-f-0-C*5 , @j#A 

1 fi^V^-rt^fctK ®#B 1 tt^f^- ^bifeSr.b^t. 

123. #389!©— #£F v«r = - Ki~5DNA&\ "*]|§ffi©®#:|*Jfc-r$SS£ 

10 024. mi&M5. 1 2<DXmWffll&m±<DMABL-2&i$.$i%<D—%;m'Fv 

02 5. 1 3©TaKh— >^f|jBSfi*©j(§***'f-0^*t) % h I A 
15 P/L12 10»tetll a^hB- /Vfc UfO-^* I g Gfct&fiTtf? b — V 

*&ifSL&V^ i&^-f (ft«S3 a g/m 1 ) 0 

02 6.HJ6M5. 1 3 0r^h-^Kjea*©3ie**r*1-®-C*>t>,' h I A 
P/L 12 1 Oji|BJI&^U CHO||BJiai4©MABL2- s c Fv^v-iS 

20 0 2 7. HMJ5. 1 3©r^h-^«jg36*O3StmSr*i-0-eiteD % hIA 
P/L12 10»CTU «»I4®MABL2-s c Fv^v-ii 

0 2 8 . |U£#iJ 5 . 1 3©7#f— i >/xmm}%<Dfa%Z7jki-mX*hi9. hi A 
P/L 12 1 OjBUJ&{Cfi % CH05»jl£<Z)MAB L 2 — s c Fv^/Y-iOT 
25 3iRh—>^«a^aS3^hn-/vtPligST?jfe5r.i:«r*i-' (&&ft£<3 m g 
/ml), 

0 2 9. -HifiM 5 . 13 h-^^^m©^^1-0T-fc 0, h I A 

P/L12 10W:|i, ^:J3i®«^©MABL 2- s c F v^-/^-CDT 



WO 01/66737 



PCT/JP01/01912 



52 

/ml). 

EI 3 0. iMJ5. 1 3©T«ff— >^f|jgjai*Olt*S:*i-0"CfJfe5x hIA 
P/L 12 1 OSBja^ri, nyfq-/^ L-C<Z5-^£* I gGtnCflEttJiFLAG 

ml), 

83 1. 1 S^T^b-^^^g^jm^m^i-lllTfo 1 ?^ hIA 

P/L 12 1 OSHDHamStU CHOttI4©MAB L 2- s c Fv*;-7^ 

10 gl3Mg/ml), 

0 3 2. t f#MSl»*KPMM2»ffibfc-r!>^0«4 I (Dt MgGi 
££*Lfcfc<Z>T?&!K -r^^m^t hfl-Mfflf-^^^^tlSt: h I g G 
©*SrJH^bfc3ig*S:*-J-0tf&l9x s cFv/CH0^7>-jSKPMM2| 

15 03 3. ffijfc^f^v 0ft&£LT:l8»K scFv/CH0^7 

0 3 4. MAB L- 2^**©2oOHiVfW2o©LiVf^m 

y ^7°^- K [ s c (F v) 2 ] Sr^SSi-S^^^ 5 KO— fi»Jo»3i*^i". 
0 3 5. [H0O - [L$G kte&Z^iz.vmtii&W&U lo^Kyy*- 
20 ^f/i^scFv (H L*-f 7°) ?r»5^7^$ K©— «f!lO#3tSr*-f. 

03 6. HL^^^ojKy^^KcfliJtfeit^^Ky ^^-©T^y^ia' 

03 7. [LfG - [H#Q fcfc5«fc SfcVffiJjcfcililgU lo^fK3 

25 03 8. LH^^^O^y^^KroWjitei^^Ky >*-©T^/»iB 

0 3 9. 4^fc(tS^^^^^7'n ^X-r ^i/^^^i-^-^fc^ ^ 

2o©H«V|S«XtJ<2oOL«Vl!B«Sr^tpff«fiK^y^<^Ks c (F v) Z R 
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Xm^(DSz^(D^-f=f- K!Jy*-^tt5MABL-2^s c Fv^Lt 

guoa&tfb. zmm e. 3 (i) icxMMLtccos 7m&m%±ffizm^ 

L 2 - s c F v&tfs c (F v) 2 te, t |> I A P tn^f tt^V^fR 

I34i. mmme. etDT^v-u^m^^o^^Tjk-rmxh^, s C f v 

<HL3, 4, 6, 7, LH3, 4, 6, 7 >Xtf s c (F v) a tth I AP/L 1 

0 4 2. H;5£M6. 1 0(Dfcmm&mffi<Dffi&Z7jki~mX*&*) s scFv<HL 
5><£>^-x— &t>*s c (F v) 8 aSfc h I AP^*fUT^V^fPtt^-r5- 

-n 

043. mMM 6 . l l © in vitro Ttf h*-isx&lsga%:(Dl&&&7Ft®T*h V ; 

MABL2-S cF v<HL5>^^-f^—St>TvIABL2-s c(Fv) 2 teh I 
AP/L1210, CCRF-CEM©f^«^^J-LT^fe^fC|fflM$rp 

044. t h^mmmwKPMM2%&mLtz^i?xt&tf?> * h'WM.mzz 
*> m±£tizikmtp<vM? wvm&wfe Ltc^^-rmxh ^ s c f 

v<HL-5>Ms c (F v) 2 ^KPMM2iB^^l#5£^^3t<^JL-rV^ 
5 - i: 3r^i~ 0 

1114 5. I|fffif©T^©4#B|c^L-CiJ!J v s c Fv<HL-5>S 
04 6. m£ffi&&<D^trx<D&Z?R&$:mLT*3Q , s c (Fv^jft-^SMJ:*^ 
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^•wm^Bskm, ittp^ttstt, littyw^ejfiL 

•JFn J&ATMl6ifii#i, #3§t£#iHI> Mixed Leukemia, Hairy cell Leukemia 

mo&skm, m&v^'m (Hod g kin^> ^Hodgkin y^M), s^&ttftifa., 
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I. Integrin Associated Protein (IAP) fcLJSrg-U I A P %%i~%^&!h 
Ko 

4. mmj&tfv i o^Hivmt; 1 0© Livti^tf- 
y kt?* 5 3 tB«©i¥ttfft# y ^t 0 ^ k c 

15 7. H«Vt«RtfLiV^, 4>fc< imSls±OT$ S&frhtliS'* 
-ff- K y - Zft $ tit 5 N ff 5 Xtt 6 ?Btt<E>l?«fig3K y ^7" 

8. ff*3S4 N 5XI4 7«(D-*iF v&=i- KfSDNA, 
9 .. If Jft^ 6 X fi 7 KIBftO # y ^7°^ K Sr = - K1~ 6 D N A D 
20 10. H| V Wt^/Xtt L iVfi^ t MftHiV WV/Xft LiV 
5 l~3 ©v vf n*» 1 3Slc|B*Oi?«fift2H y ^7°^ Ko 

II. 0ti:|a*©7K!J^^KSr3-Ki-5DNA o 

12. ff^l, 2 N 3, 4, 5, 6 N 7X»41 OtClB*©??fll^y^y^K 

25 13. !f#3gl, 2, 3 N 4, 5, 6 N 7 XI4 1 0 (£fBiit©ffi?f$zK y K 
14. 2 N 3 S 4, 5 . 6, 7 Xli 1 0 (r|Ef ©St^TK y K 
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SDS-PAGE analysis of MABL2-scFv 
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WO 01/66737 

. 1/41 
SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Apoptosis-inducible polypeptide 

<130> FOP-415 

<141> 2001-3-12 

<150> US 09/523,095 

<151> 2000-3-10 

<150> JP2000-115246 

<151> 2000-04-17 

<150> JP2000-321822 

<151> 2000-10-20 

<160> 54 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<211> 394 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 

<222> (1)... (393) 

<223> pGEM-MlL. 1-57; signal peptide, 58-394 ; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro 
5 10 15 

gcg tec age agt gat gtt gtg atg ace caa act cca etc tec ctg 90 
Ala Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gee tec ate tct tgc aga tct agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 180 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

50 55 60 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65. 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 315 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 
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acg tec gga ggg ggg acc aag ctg gaa ata aaa c 394 
Thr Ser Gly Gly Gly Thr Lys Leu Glu lie Lys 
125 130 

<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409 Imature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

10 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 
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ggt act aag tac aat gag aag ttc aag ggc aag gcc aca ctg act 270 

Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 
80 85 90 

tea gag aaa tec tec age gca gcc tac atg gag etc age age ctg 315 

Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 
95 100 105 

gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 

Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc ace act etc aca gtc tec 405 

Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea g 409 
Ser 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. l-57lsignal peptide, ' 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
5 10 15 

ggt tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg 90 
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Gly Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt gtg cac agt aat gga aag ace tat tta cat tgg tac 180 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

50 55 60 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 315 
Ser Val Thr Asp Phe Thr Leu Met lie Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg ttc gga ggg ggg acc aag ctg gaa ata aaa c 394 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
125 130 



<210> 8 
<211> 409 
<212> DNA 
<213> Mus 
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<220> 

<221> CDS 

<222> (1). . . (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409 Imature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
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110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 . 

tea g 409 
Ser 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 

<210> 11 
<211> 34 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210> 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 

<211> 57 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly. Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 



<210> 20 
<211> 828 
<212> DNA 
<213> Mus 
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<220> 

<221> CDS 

<222> (1)... (826) 

<223> pscMl. MABLl-scFv 

<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15. 

get gec caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gac ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Asp Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 
• 35 40 45 

get tct gga tac ace ttc gtt aac cat gtt atg cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Val Asn His Val Met His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 

65 70 75 

tac aat gat ggt act aag tac aat gag aag ttc aag ggc aag gec 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala 

80 85 90 

aca ctg act tea gag aaa tec tec age gca gee tac atg gag etc 315 
Thr Leu Thr Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu 

95 100 105 

age age ctg gec tct gag gac tct gcg gtc tac tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 
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ggg ggt tac tat agt tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa act cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 585 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

185 190 195 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 
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acg tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 
Thr Ser Gly Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp 
260 265 270 

gat gac gat aaa taa tga 828 
Asp Asp Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agetgeagea g 31 

<210> 22 
<211> 18 
X212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 
<211> 819 
<212> DNA 
<213> Mus 
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<220> 

<221> CDS 

<222> (1). .. (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga.tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gee aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 90 

tea gag aaa tec tec age gca gee tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 
' 95 100 105 

gec tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
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110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa act cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gee tec ate tct tgc aga tct agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag 585 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

TTT TCT GGG GTC CCA GAC AGG TTC AGT GGC AGT GGA TCA GGG ACA 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

215 .220 225 

gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly 

245 250 255 
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ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp 
260 265 . 270 

aaa taa tga 819 
Lys 

<210> 24 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gec caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
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Gin Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro 
65 70 75 

tac aat gat ggt act aag tat aat gag aag ttc aag gac aag gcc 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala 
80 85 90 

act ctg act tea gac aaa tec tec acc aca gcc tac atg gac etc 315 
Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu 
95 • 100 105 

age age ctg gcc tct gag gac tct gcg gtc tat tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 585 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

185 190 195 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 
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200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 . 220 225 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 
Asp Asp Asp Lys 

<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 
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ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gec tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 
125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 
140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
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Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

260 265 270 

aaa taa tga 819 
Lys 



<210> 26 
<211> 456 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (450) 

<223> pCHO-shlAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc 45 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys 
5 10 15 

gga tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc 90 
Gly Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe 

20 25 30 

acg ttt tgt aat gac act gtc gtc att cca tgc ttt gtt act aat 135 
Thr Phe Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn 

35 40 45 

atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180 
Met Glu Ala Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe 

50 55 60 

aaa gga aga gat att tac acc ttt gat gga get eta aac aag tec 225 
Lys Gly Arg Asp lie Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser 

65 70 75 

act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tea caa 270 
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys lie Glu Val Ser Gin 

80 85 90 

tta eta aaa gga gat gec tct ttg aag atg gat aag agt gat get 315 
Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala 

95 100 105 
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gtc tea cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360 
Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr 

110 115 120 

aga gaa ggt gaa acg ate ate gag eta aaa tat cgt gtt gtt tea 405 

Arg Glu Gly Glu Thr He lie Glu Leu Lys Tyr Arg Val Val Ser 

125 130 135 

tgg ttt tct cca aat gaa aat gac tac aag gac gac gat gac aag 450 

Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys 

140 145 150 

tga tag 456 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaac.tg 46 

<210> 28 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 
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<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct 45 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro 
5 10 15 

ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 90 
Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

20 25 30 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc 135 
Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly 

35 40 45 

ctt gag tgg att gga tat att tat cct tac aat gat ggt act aag 180 
Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys 

50 55 60 

tat aat gag aag ttc aag gac aag gec act ctg act tea gac aaa 225 
Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

65 70 75 

tec tec acc aca gee tac atg gac etc age age ctg gee tct gag 270 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu 

80 85 90 
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gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac 315 
Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr 
95 100 105 

gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 360 
Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

110 115 120 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt 405 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val 
• 125 130 135 

gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 450 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt 495 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

155 160 165 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag 540 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin 

170 175 180 

tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg 585 
Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly 

185 190 195 

gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 630 
Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

200 205 210 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc 675 
Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe 

215 220 225 

tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
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Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 
230 235 240 

aag ctg gaa ata aaa taa tga 741 
Lys Leu Glu lie Lys 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 
<211> 1605 
<212> DNA 
<213> Mus 
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<220> 

<221> CDS 

<222> (1)... (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 -55 60 
ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
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tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 
125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 
140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

.ctt gga gat caa gee tec ate tct tgc aga tea agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 
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ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt 810 
Gly Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly 
260 265 270 

ggt ggt teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg 855 
Gly Gly Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu 
275 280 285 

cag cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag 900 
Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys 
290 295 300 

atg tec tgc aag get tct gga tac acc ttc get aac cat gtt att 945 
Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His' Val He 
305 310 315 

cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 990 
His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 
320 325 330 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc 1035 
Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe 
335 340 345 

aag gac aag gec act ctg act tea gac aaa tec tec acc aca gee 1080 
Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 
350 355 360 

tac atg gac etc age age ctg gee tct gag gac tct gcg gtc tat 1125 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr 
365 370 375 

tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 1170 
Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 
380 385 390 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt 1215 
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Gly Thr Thr Leu Thr Val 
395 

ggt ggt teg ggt ggt ggc 
Gly Gly Ser Gly Gly Gly 
410 

cca etc tec ctg cct gtc 
Pro Leu Ser Leu Pro Val 
425 

tgc aga tea agt cag age 
Cys Arg Ser Ser Gin Ser 
440 

tta cat tgg tac ctg cag 
Leu His Trp Tyr Leu Gin 
455 

ate tac aaa gtt tec aac 
He Tyr Lys Val Ser Asn 
470 

agt ggc agt gga tea gtg 
Ser Gly Ser Gly Ser Val 
485 

gtg gag get gag gat ctg 
Val Glu Ala Glu Asp Leu 
500 

cat gtt ccg tac acg ttc 
His Val Pro Tyr Thr Phe 
515 

gac tac aaa gac gat gac 
Asp Tyr Lys Asp Asp Asp 
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Ser Ser Gly Gly Gly Gly Ser 
400 

gga teg gat gtt gtg atg ace 
Gly Ser Asp Val Val Met Thr 
415 

agt ctt gga gat caa gee tec 
Ser Leu Gly Asp Gin Ala Ser 
430 

ctt gtg cac agt aat gga aag 
Leu Val His Ser Asn Gly Lys 
445 

aag cca ggc cag tct cca aaa 
Lys Pro Gly Gin Ser 'Pro Lys 
460 

cga ttt tct ggg gtc cca gac 
Arg Phe Ser Gly Val Pro Asp 
475 

aca gat ttc aca etc atg ate 
Thr Asp Phe Thr Leu Met He 
490 

gga gtt tat ttc tgc tct caa 
Gly Val Tyr Phe Cys Ser Gin 
505 

gga ggg ggg acc aag ctg gaa 
Gly Gly Gly Thr Lys Leu Glu 
520 

gat aaa taa tga 1605 
Asp Lys 
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Gly Gly 
405 

caa agt 1260 
Gin Ser 
420 

ate tct 1305 
He Ser 
435 

acc tat 1350 
Thr Tyr 
450 

etc ctg 1395 
Leu Leu 
465 

agg ttc 1440 
Arg Phe 
480 

age aga 1485 
Ser Arg 
495 

agt aca 1530 
Ser Thr 
510 

ata aaa 1575 
He Lys 
525 
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530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 
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<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc. gaacgt 46 
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<210> 39 
<211> 45 
<212> DNA 

<2l3> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 



<210> 42 
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<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer • 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 



<210> 45 
<211> 49 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA. 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
<211> 780 
<212> DNA 
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<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac ace ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gee act ctg act tea gac aaa tec tec ace aca gec tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 

105 110 115 

tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
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Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 
155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa.tga gga tec 780 
Lys 

<210> 49 
<211> 45 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 

<210> 52 
<211> 54 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp He Pro Gly Ser 

5 10 15 

age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
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Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET lie Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu lie Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 
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175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec ace aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 
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